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Abstract: The ability of adult CNS neurons to successfully regenerate their axons upon injuries such
as stroke and spinal cord injury is very limited. Over the last two decades researches have focused on
the challenging question of how to overcome this regenerative failure. The identification of the myelin
associated neurite outgrowth inhibitor Nogo-A shed light on the inhibitory nature, compared to the PNS,
of CNS myelin. Subsequent Nogo-A neutralization experiments led to successful CNS regeneration in
animal models of spinal cord injury. The first part of Chapter 1 summarizes important findings regard-
ing Nogo-A function as a neurite outgrowth inhibitor and gives insight into emerging roles of Nogo-A
during development and disease. Nogo-A contains two inhibitory regions for neurite outgrowth inhibi-
tion: the Nogo66 region, also common to Nogo-B and Nogo-C, and the Nogo-A specific region, NogoΔ20.
Whereas the signaling mechanisms of the Nogo66 region are well characterized, comparatively little is
known about the signaling complex of NogoΔ20. Since blocking of the Nogo66 receptor complex does
not completely abolish myelin inhibition of neurite outgrowth, it is of great importance to elucidate the
Nogo66 receptor independent mechanism of Nogo-A signaling. Over the last few years it has become
clear that endocytosis plays an active role during cellular communication. A number of surface ligand-
receptor complexes are known to internalize into cells and signal from endosomes. The second part of
Chapter 1 introduces endocytosis as a possible mechanism for NogoΔ20 signaling and reviews the known
endocytic pathways. In Chapter 2 we find that the soluble, active NogoΔ20 fragment is internalized
into neuronal cells. The internalization into early endosomes does not follow a conventional clathrin-and
dynamin dependent route, it rather depends on the Pincher protein and the small GTPase Rac. This
Pincher-mediated macroendocytosis of NogoΔ20 results in the formation of NogoΔ20 signalosomes that
direct RhoA activation and growth cone collapse. In compartmentalized chamber cultures, NogoΔ20 is
endocytosed into neurites and retrogradely transported to the cell bodies of DRG neurons, triggering
RhoA activation en route and decreasing pCREB levels in cell bodies. The decrease of pCREB points
towards an antagonistic regulation of the growth machinery by Nogo-A and neurotrophins. Taken to-
gether, the findings of the present thesis suggest that Pincher-dependent macroendocytosis may lead to
the formation of a Nogo-A signaling endosome that is retrogradely transported from the axons to the cell
body thus suppressing the neuronal growth program.
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The ability of adult CNS neurons to successfully regenerate their axons upon injuries such as 
stroke and spinal cord injury is very limited. Over the last two decades researches have focused 
on the challenging question of how to overcome this regenerative failure. The identification of 
the myelin associated neurite outgrowth inhibitor Nogo-A shed light on the inhibitory nature, 
compared to the PNS, of CNS myelin. Subsequent Nogo-A neutralization experiments led to 
successful CNS regeneration in animal models of spinal cord injury. The first part of Chapter 1 
summarizes important findings regarding Nogo-A function as a neurite outgrowth inhibitor and 
gives insight into emerging roles of Nogo-A during development and disease. 
 
Nogo-A contains two inhibitory regions for neurite outgrowth inhibition: the Nogo66 region, 
also common to Nogo-B and Nogo-C, and the Nogo-A specific region, NogoΔ20. Whereas the 
signaling mechanisms of the Nogo66 region are well characterized, comparatively little is known 
about the signaling complex of NogoΔ20. Since blocking of the Nogo66 receptor complex does 
not completely abolish myelin inhibition of neurite outgrowth, it is of great importance to 
elucidate the Nogo66 receptor independent mechanism of Nogo-A signaling.  
Over the last few years it has become clear that endocytosis plays an active role during cellular 
communication. A number of surface ligand-receptor complexes are known to internalize into 
cells and signal from endosomes. The second part of Chapter 1 introduces endocytosis as a 
possible mechanism for NogoΔ20 signaling and reviews the known endocytic pathways. 
 
 
In Chapter 2 we find that the soluble, active NogoΔ20 fragment is internalized into neuronal 
cells. The internalization into early endosomes does not follow a conventional clathrin-and 
dynamin dependent route, it rather depends on the Pincher protein and the small GTPase Rac. 
This Pincher-mediated macroendocytosis of NogoΔ20 results in the formation of NogoΔ20 
signalosomes that direct RhoA activation and growth cone collapse. In compartmentalized 
chamber cultures, NogoΔ20 is endocytosed into neurites and retrogradely transported to the cell 
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cell bodies. The decrease of pCREB points towards an antagonistic regulation of the growth 
machinery by Nogo-A and neurotrophins. Taken together, the findings of the present thesis 
suggest that Pincher-dependent macroendocytosis may lead to the formation of a Nogo-A 
signaling endosome that is retrogradely transported from the axons to the cell body thus 










Die Nervenzellen des adulten Zentralnervensytems können ihre verletzten Axone nach Hirn- und 
Rückenmarksverletzungen nur beschränkt regenerieren. Der Grund für dieses limitierte 
Wachstumspotential blieb der Wissenschaft lange Zeit ein Rätsel. Die Identifizierung des 
wachstumshemmenden Faktors Nogo-A, welcher mit der Myelinschicht assoziiert ist, gab 
Aufschluss über die hemmende Natur des Zentralnervensystems im Vergleich zu dem zur 
Regeneration befähigten peripheren Nervensystems. In verschiedenen Tiermodellen konnte 
aufgezeigt werden, dass eine Neutralisierung von Nogo-A zur erfolgreichen Regeneration des 
Zentralnervensystems führt. Der erste Teil von Kapitel 1 gibt eine Übersicht über die Funktion 
von Nogo-A als Wachstumshemmer, sowie neue Rollen von Nogo-A während der Entwicklung 
und in der Pathologie. 
 
Zwei Regionen des Nogo-A Moleküls tragen zur wachstumshemmenden Wirkung bei: die 
Nogo66 Region, welche auch in Nogo-B und Nogo-C vorkommt, sowie die Nogo-A spezifische 
Region, NogoΔ20. Der Signalkomplex von Nogo66 ist gut charakterisiert, über NogoΔ20 
hingegen ist noch wenig bekannt. Weil die Blockade des Nogo66 Rezeptorkomplexes die 
wachstumshemmende Wirkung von Myelin nur teilweise aufheben kann, ist es von enormer 
Wichtigkeit, den NogoΔ20 Mechanismus zu ergründen. Eine Reihe von Studien belegt, dass die 
Endozytose eine wichtige Rolle für die zelluläre Kommunikation spielt.  
Einige Ligand-Rezeptor Komplexe werden von der Zelloberfläche internalisiert und übermitteln 
auf diese Weise die Signale von Aussen ins Zellinnere. Der zweite Teils von Kapitel 1 führt die 
Endozytose als möglichen Mechanismus für die NogoΔ20 Signalübermittlung ein and erläutert 
die verschiedenen endozytotischen Wege. 
 
In Kapitel 2 zeigen wir, dass das aktive Nogo-A Fragment, NogoΔ20, in die neuronalen Zellen 
internalisiert wird. Die Internalisierung in die frühen Endosomen folgt nicht über den 
konventionellen Clathrin- und Dynamin-abhängigen Weg, sondern über das Pincher Protein und 





  4 
 
zur Bildung von NogoΔ20 Signalosomen, welche dann die Aktivierung von RhoA und den 
Kollaps des Wachstumskegels steuern. Zudem zeigen wir, dass das NogoΔ20 von den 
Nervenfortsätzen aufgenommen und zum Zellkörper zurücktransportiert wird. Auf dem Weg 
zum Zellkörper aktiviert es die GTPase RhoA und reduziert die Menge an phosphoryliertem 
CREB. Diese Ergebnisse bezüglich pCREB weisen auf einen antagonistischen Mechanismus 
zwischen Nogo-A und den Neurotrophinen hin.  
Zusammengefasst deuten die Befunde der vorliegenden Arbeit darauf hin, dass das mit 
Myelinschicht assoziierte Nogo-A Protein zur Bildung von Signalosomen führt, welche zum 




   
 

























The introduction of the present thesis gives an overview of two topics. The first part reviews the 
current knowledge about the myelin-associated neurite growth inhibitor Nogo-A. The second 
part summarizes the known endocytic pathways and the possible role of endocytosis for Nogo-A 
signaling. 
 
1.1 Nogo-A as a myelin-associated neurite growth inhibitor in the CNS 
 
The ability of the adult mammalian central nervous system (CNS) to undergo functional and 
anatomical recovery following large injuries is very limited. Although spontaneous plastic 
rearrangements of neuronal circuits can occur, the functional recovery of CNS compared to the 
PNS is very poor (Bareyre et al., 2004; Edgerton et al., 2004; Payne and Lomber, 2001; 
Raineteau and Schwab, 2001; Sanes and Donoghue, 2000). This difference in repair between 
CNS and PNS was for a long time attributed to the absence of growth factors in CNS. However, 
the discovery of brain-derived neurotrophic factor (BDNF) (Barde et al., 1982; Leibrock et al., 
1989), neurotrophin NT-3 (Hohn et al., 1990; Rosenthal et al., 1990) and NT-4/5 (Berkemeier et 
al., 1991) in adult CNS changed this view. The demonstration that CNS myelin in contrast to 
PNS myelin is inhibitory for axonal growth and the characterization of the inhibitory CNS white 
matter components NI 35 and NI 250 (Caroni and Schwab, 1988a; Caroni and Schwab, 1988b) 
led to a new picture, in which the presence of growth inhibitory molecules specifically localized 
in CNS white matter prevent successful regeneration (Schwab and Thoenen, 1985). This view 
was further supported by studies showing functional recovery and axonal regeneration after 
spinal cord injury by the neutralization of NI 250 with the IN-1 antibody (Bregman et al., 1995; 
Schnell and Schwab, 1990; Thallmair et al., 1998). Shortly after, NI 250 has been identified and 
renamed Nogo-A, a 1163 amino acids large transmembrane protein (Chen et al., 2000; GrandPre 
et al., 2000; Prinjha et al., 2000; Spillmann et al., 1998). In the last decade, numerous studies 
have shown that the suppression of Nogo-A signaling by either Nogo-A neutralization or 
blocking of the Nogo receptor (NgR) components or inhibition of the known downstream 
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and compensatory nerve fibre growth resulting in increased functional recovery of adult 
mammalian CNS after traumatic or stroke injuries (Cafferty and Strittmatter, 2006; Schwab, 
2004; Yiu and He, 2003). Over the past years, several other growth inhibitory molecules have 
been identified: some of them in myelin such as MAG (myelin-associated glycoprotein), OMgP 
(oligodendrocyte myelin glycoprotein), and members of the ephrin, semaphorin and netrin 
families, others in the astroglial scar such as CSPGs (chondroitin sulphate proteoglycans) 
(Carulli et al., 2005; Low et al., 2008; Maier and Schwab, 2006; Pasterkamp and Verhaagen, 
2006; Schwab, 2004; Yiu and He, 2006). However, Nogo-A has attracted the most interest. In 




The Nogo/Reticulon family 
 
Nogo-A belongs to the reticulon (RTN) protein family and is also known as RTN-4A. RTNs are 
a class of integral membrane proteins enriched in the endoplasmatic reticulum (ER). They are 
ubiquitously expressed in all eukaryotes and characterized by a RHD (reticulon homology 
domain) consisting of two transmembrane domains flanking a hydrophilic loop. In mammalian 
cells, four RTN genes are present and several splice variants for each of them have been 
identified. In humans, the nogo/rtn 4 gene encodes three distinct proteins (Nogo-A, Nogo-B and 
Nogo-C), which arise by alternative splicing (Nogo-A, -B) or alternative promoter usage (Nogo-






   
Figure 1: Schematic representation of the mammalian nogo gene  
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In recent years RTNs have been linked to the formation and maintenance of the highly curved 
tubular ER (De Craene et al., 2006; Hu et al., 2008; Shibata et al., 2008). Their over-expression 
generates long, unbranched and bundled tubules, and their deletion leads to disruption of 
peripheral tubular ER (Voeltz et al., 2006). In addition, it has been demonstrated that lack of 
RTNs blocks nuclear pore complex (NPC) formation suggesting a role for RTNs in NPC 
assembly (Dawson et al., 2009). A number of soluble N-ethylmaleimide-sensitive factor 
attachment protein receptor (SNARE) proteins i.e. syntaxin 1, syntaxin 7, syntaxin 13 and 
VAMP2 but also Sec6p (Voeltz et al., 2006) were found to interact with RTNs suggesting their 
role in vesicle trafficking events, including exocytosis (Steiner et al., 2004). The over-expression 
of RTN3 has been directly implicated in ER-Golgi transport (Wakana et al., 2005). In response 
to ER stress RTN were also linked to apoptosis (Kuang et al., 2005; Teng and Tang, 2008).  
 
Very little is known about the membrane topology and the native tertiary structure of Nogo-A. A 
few studies suggest that Nogo-A exhibits an unusual membrane topology having the N-terminal 
part and the Nogo66 loop exposed to the cell surface (GrandPre et al., 2000; Oertle et al., 2003; 
Voeltz et al., 2006). Circular dichroism (CD) and nuclear magnetic resonance (NMR) studies 
have addressed the tertiary structure of Nogo-A. So far, only parts of the Nogo-A protein have 
been characterized. The Nogo66 fragment adopts a helical conformation consisting of three 
alpha helices (Li et al., 2008; Li et al., 2006; Zander et al., 2007) The N-terminal part, however, 
is mostly unstructured and exhibits a small content of beta sheet (Zander et al., 2007). The 
presence of structural disulfide bridges supports an extracellular location of the N terminal 
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The role of Nogo-A beyond the inhibition of CNS nerve fiber regeneration 
 
Besides its role in the injured CNS, Nogo-A has been also described as a general suppressor of 
growth and plasticity in the intact CNS. Nogo-A neutralization, in adult rats using monoclonal 
antibodies, induces a transitory growth response (Bareyre et al., 2002; Buffo et al., 2000; 
Zagrebelsky et al., 1998). In addition, genetic ablation of Nogo-A results in an enhanced 
expression of the neuronal growth related proteins, which in turn leads to enhanced growth cone 
motility by regulation of the actin cytoskeleton through modulation of the LIM kinase/cofilin 
pathway (Montani et al., 2009). Further, it has been shown that the plasticity of the visual cortex 
ocular dominance columns is extended beyond the normal post-natal critical period in mice 
lacking the Nogo66 receptor NgR or Nogo-A/B (McGee et al., 2005).  
 
Another role of Nogo-A, although less explored, is found during CNS and PNS development. 
Mignorance-Le Meur and co-workers have suggested that Nogo-A may play a role during 
corticogenesis by modulating tangential neuronal migration, and neurite formation and 
maturation (Mingorance-Le Meur et al., 2007). Similarly, zebrafish embryos lacking orthologues 
of Nogo and Nogo receptor show severe defects in axon path finding during PNS development. 
Their peripheral nerves are significantly shorter, defasciculated, and project into inappropriate 
target areas (Brosamle and Halpern, 2009).  
 
Nogo-A is also implicated in several neurological diseases. For instance, increased Nogo-A and 
Nogo-B levels have been found in the skeletal muscles of patients with amyotrophic lateral 
sclerosis (ALS), a motor neuron disease leading to progressive skeletal muscle atrophy (Dupuis 
et al., 2002; Jokic et al., 2005). The genetic ablation of Nogo-A reduces muscle denervation and 
prolongs survival in a mouse model of ALS whereas the over-expression of Nogo-A promotes 
denervation and destabilizes motor nerve terminals (Jokic et al., 2006). In addition, soluble 
Nogo-A fragments have been detected in cerebrospinal fluid (CSF) of patients with multiple 
sclerosis (MS), an autoimmune inflammatory disease characterized by the demyelination of CNS 
axons. Neutralization of Nogo-A by either an active or passive vaccination as well as genetic 
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mouse model of MS (Karnezis et al., 2004).  Accumulation of Nogo-A has further been found in 
β-amyloid plaques of Alzheimer’s disease (AD) brains (Gil et al., 2006). The association of 
Nogo-A with BACE, β-amyloid precursor protein cleavage enzyme, supports the possible role of 
Nogo-A in AD (Wojcik et al., 2007). However, it is unclear whether in AD Nogo-A plays a more 
protective or a degenerative role. Another disease, in which Nogo-A may be involved is 
schizophrenia. In the cortex of schizophrenic patients, Nogo-A levels have been shown to be 
elevated (Novak et al., 2002). 
 
Nogo-A downstream signaling  
 
Nogo-A is predominantly found in the innermost, adaxonal as well as in the outermost myelin 
membrane in oligodendrocytes (Huber et al., 2002; Wang et al., 2002b). The neuronal expression 
is highest during development but is maintained in particular neuronal populations in adults 
(Huber et al., 2002; Wang et al., 2002a). 
Nogo-A is a large membrane protein of 1163 amino acids two main inhibitory regions for neurite 
growth (GrandPre et al., 2000; Oertle et al., 2003; Prinjha et al., 2000). The 66 amino acid region 
in the C-terminal domain (Nogo66), also common to other Nogo splice variants, i.e. Nogo B and 
C, binds to the Nogo66 receptor NgR (Barton et al., 2003; Fournier et al., 2001; He et al., 2003). 
The Nogo66 signaling complex involves NgR, p75/Troy, LINGO-1 and, in some types of 
neurons, PirB (Atwal et al., 2008; Fournier et al., 2001; Mi et al., 2004; Wong et al., 2002). This 
signaling complex can also be activated by other myelin inhibitory proteins such as myelin-
associated glycoprotein (MAG) and oligodendrocyte myelin glycoprotein (OMgp) (David and 
Lacroix, 2003; Filbin, 2003; Yiu and He, 2003). The known signaling components are 
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However, blocking NgR does not completely abolish myelin inhibition of neurite outgrowth 
suggesting the existence of an NgR independent mechanism. A 181 amino acid region in the 
central region of the Nogo-A (AA 544-725) protein called NogoΔ20 is Nogo-A specific and is 
highly inhibitory for spreading and outgrowth of neurons and fibroblasts even in the absence of 
NgR (Oertle et al., 2003). The in vivo application of the monoclonal antibody 11C7, which is 
directed against this region and blocks NogoΔ20 function, leads to enhanced growth and 
regenerative sprouting of spinal axons following spinal cord lesion in rats and monkeys (Freund 
et al., 2006; Liebscher et al., 2005). In vitro, NogoΔ20 induces growth cone collapse and 
activates the small GTPase Rho-A (Fournier et al., 2003; Niederost et al., 2002; Oertle et al., 










The plasma membrane is the interface between the extracellular and the intracellular milieu of a 
cell. The entry and exit of small and large molecules is highly regulated. Whereas small 
molecules cross the plasma membrane through channels and membrane pumps, macromolecules 
are transported in membrane-bound vesicles derived by invagination and pinching-off of the 
plasma membrane, a process termed endocytosis. Endocytosis can occur via various 
mechanisms, which can be divided into two main categories, phagocytosis also termed “cell 
eating” and pinocytosis also termed “cell drinking”. Phagocytosis is restricted to specialized 
mammalian cells like macrophages, neutrophils or dendritic cells, whereas pinocytosis is 
common to all cells. Pinocytosis can occur by different pathways: macropinocytosis, clathrin-
dependent, caveolae-dependent and clathrin-and caveolae-independent pathways (Le Roy and 
Wrana, 2005; Mayor and Pagano, 2007). The known endocytic pathways are schematically 














Figure 3: Schematic representation of different endocytic pathways with their intermediates: 
clathrin-coated vesicles, caveosomes, CLathrin-Independent Carriers (CLIC), and GPI-enriched 
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The evolutionary beginnings of the first primitive endocytic events are believed to have occurred 
during prokaryote-to-eukaryote transition. De Duve suggested that as early cells moved from the 
concentrated “primordial soup” to more dilute environment of nascent oceans, the existing 
strategy of external nutrient digestion with secreted exoenzymes became inadequate. Thus, the 
early cells had to convert from extracellular digestion to intracellular digestion by taking up 
extracellular materials and secreting digestive enzymes into these internalized vesicles. De Duve 
referred to this transition as “the beginning of cellular emancipation”: “Until then, in order to 
benefit of their exoenzymes, the cells had to rely on extracellular digestion. Unless they had 
other means of subsistence, they were practically condemned to reside inside their food supply, 
like maggots in a chunk of cheese. Henceforth, they would be free to roam the world and to 
pursue their prey actively, living on phagocytized bacteria or on other engulfed materials. This 
development could well have heralded the beginning of cellular emancipation.” (De Duve R, 
1991). The mechanisms of endocytosis have diversified considerably since the beginning of this 
“cellular emancipation”. The number of molecules involved in the endocytic machinery is still 
growing. This complexity allows the cell to highly regulate its cellular trafficking thereby 
controlling crucial cellular events such as development, immune response, neurotransmission 
and signal transduction.  
 
The most efficient uptake of macromolecules is during receptor-mediated endocytosis. Upon 
binding of ligands to their cell surface receptors, receptor-ligand complexes are recruited into 
coated pits. The process begins by assembling plasma membrane proteins and lipids through 
interactions with cytosolic adaptors and accessory proteins. As the endocytic vesicle forms, the 
plasma membrane with the associated proteins is pulled into the cytosol. Upon scission the 
coated vesicle is released into the cytoplasm (Figure 4). In the cytoplasm, the endocytic vesicles 
become uncoated and fuse with specialized membrane organelles known as early endosomes. 
The early endosomal compartment acts as the main sorting station in the endocytic pathway. 
Internalized receptor-ligand complexes can undergo different fates. Most ligands dissociate from 
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recycled back to the plasma membrane or directed to the lysosomal compartment, where they 
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Clathrin-dependent  pathway 
 
Clathrin-coated vesicles are the best characterized endocytic vesicles (Figure 6). As the name 
indicates, the main component of the coat is clathrin. It has a three-legged structure, called a 
triskelion, consisting of three large and three small polypeptide chains (Figure 5) (Nathke et al., 
1992). The adaptor proteins (AP) such as AP2 (Kirchhausen, 1999), epsin (Chen et al., 1998) and 














Figure 5 Clathrin Triskelion: (A) Schematic representation of clathrin chains (Fotin et al., 2004). 
(B) First electron micrographs of clathrin triskelion (Kirchhausen et al., 1986). 
 
Other accessory proteins such as endophilin and amphypysin assist by membrane deformation. 
Both proteins form amphipathic helices, which may intercalate into one leaflet of the bilayer 
thereby increasing the membrane curvature (Itoh and De Camilli, 2006). The GTPase dynamin 
act as mechanochemical molecular spring by catalyzing the fission of nascent clathrin-coated 
vesicles from the plasma membrane (Stowell et al., 1999). Clathrin-mediated endocytosis occurs 
in all mammalian cells and is implicated in the continuous uptake of essential nutrients, such as 



















Figure 6 Accessory proteins during clathrin coat formation and scission (Hurley and Wendland, 
2002) 
 
Caveolin-dependent  pathway 
 
The plasma membrane of most cells has flask-shaped invaginations enriched in cholesterol and 
sphingolipids called caveolae (Rothberg et al., 1992). The best characterized component of 
caveolae is caveolin, a dimeric protein that binds cholesterol (Rothberg et al., 1992). Three 
caveolin proteins exist in mammals but their expression varies considerably between tissues. The 
highest levels of caveolin-1 are found in adipocytes, endothelia, pneumocytes and smooth 
muscle cells. Caveolin-2 is co-localized and co-expressed with caveolin-1. However, caveolin-3 
is mainly expressed in muscle cells (Williams and Lisanti, 2004). The polymerase 1 transcript 
release factor (PTRF), also known as cavin-1 has been identified as an additional caveolar 
component required for caveola formation (Aboulaich et al., 2004; Hill et al., 2008; Liu et al., 
2008; Liu and Pilch, 2008). Recently, a third protein, serum deprivation protein response 
(SDPR), also known as cavin-2, has been implicated in the formation of caveolar invagination. 
SDPR binds to PTRF and promotes its recruitment to caveolae (Hansen et al., 2009) . However, 
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al., 2009). Additionally, another PTRF homologue, SRBC, also known as cavin-3, has also been 
shown to regulate caveolae endocytosis (McMahon et al., 2009). Since numerous signaling 
molecules are associated with caveolae, it is believed that caveolin-dependent endocytosis has a 
role in regulation of specific signaling cascades (Anderson, 1998; Razani et al., 2002). 
 
Studies with simian virus 40 (SV 40) as a marker for caveolin-dependent uptake led to 
characterization of caveolin-1 positive endosomes, called caveosomes (Pelkmans et al., 2001). 
This internalization requires cholesterol, dynamin, Src-family kinases and local actin 
polymerization (Pelkmans et al., 2002; Sverdlov et al., 2007). 
 
 
GPI-enriched endosomal compartments (GEEC) pathway 
 
Caveolae represent just one type of cholesterol-rich microdomains. Glycosyl-
phosphatidylinositol (GPI) anchored proteins (GPI-APs), e.g. are also organized in cholesterol 
rich microdomains at the cell surface (Varma and Mayor, 1998). GPI-APs can be internalized 
into CLathrin-Independent Carriers (CLICs; Figure 1.3,1.7) which fuse to form tubular early 
endosomal compartment called GPI-AP-Enriched early Endosomal Compartments (GEECs) 
(Kirkham et al., 2005; Sabharanjak et al., 2002). Current knowledge about the molecular 
mechanisms underlying the GEEC pathway is very limited. Recently, the protein GTPase 
Regulator Associated with Focal adhesion kinase-1 (GRAF1) has been identified as the first 
specific component of CLICs and is thought to be involved in the membrane deformation and 
scission (Lundmark et al., 2008). In addition, it has been shown that CLIC formation is dynamin-
independent and requires cholesterol-sensitive Cdc42 activation (Chadda et al., 2007; 
Sabharanjak et al., 2002). The activity of Cdc42 is controlled by an Arf1-dependent recruitment 
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Flotillin-dependent  pathway 
 
Another type of clathrin-independent endocytosis involving caveolar structures is the flotillin-
dependent endocytosis (Figure 7). Flotillin, also called Reggie proteins, are considered to belong 
to the SPFH (Stomatin/ Prohibitin/ Flotillin/ Hflk/C) protein superfamily. Two flotillin proteins 
exist: flottilin-1 (= reggie 2) and flotillin-2 (= Reggie 1) (Langhorst et al., 2005). They can 
associate to form homo-and heterooligomers (Frick et al., 2007). Flotillin microdomains form 
endocytic structures that are involved in the uptake of GPI-anchored proteins and 
glycosphingolipids (Blanchet et al., 2008; Frick et al., 2007; Glebov et al., 2006) similar to the 
caveolin-dependent and GEEC pathway. However, flotillin microdomains are believed to be 
separated from regions of the plasma membrane involved in the previously mentioned endocytic 
mechanism (Blanchet et al., 2008; Frick et al., 2007; Glebov et al., 2006). Flotillin internalization 
from the plasma membrane is controlled by the Fyn kinase, a Src-familiy kinase. Flottilins have 
been associated with many physiological processes such as phagocytosis, T-cell signaling, cell 
adhesion, regulation of actin cytoskeleton, and also with neurite growth and regeneration 




Macropinocytosis refers to the generation of large endocytic vesicles (up to 5 μm in diameter) 
and is accompanied by the formation of actin-dependent membrane ruffles (Figure 7). This 
process is induced in many cell types upon strong stimulation by growth factors such as platelet-
derived growth factor (PDGF) and epidermal growth factor (EGF) and is driven by Rac1 and Src 
kinases (Liberali et al., 2008; Ridley, 2001; Swanson and Watts, 1995). Internalization of major 
histocompatibility complex (MHC) proteins in dendritic cells runs via such a formation of large 
endosomal structures (Falcone et al., 2006; Garrett et al., 2000). Fission of nascent 
macropinosomes does not involve dynamin. As an alternative to dynamin, C-terminal binding 
protein 1 [CtBP1; also called brefeldin A-dependent ADP-ribosylation substrate (BARS)] (Corda 
et al., 2006; Weigert et al., 1999)  has been proposed to function during membrane fission 
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human adenovirus requires CtBP1 (Amstutz et al., 2008). CtBP1 is locally recruited to the 
closure site of a macropinocytic cup where it is phosphorylated by p21-activated kinase-1 
(PAK1) (Bokoch, 2003; Liberali et al., 2008). PAK1 itself was shown to be activated by small 
GTPases Rac1 and Cdc42 (Dharmawardhane et al., 1997; Zhang et al., 1995) and required for 
the uptake of the picornavirus echovirus 1 (Karjalainen et al., 2008). Therefore macropinocytosis 















Figure 7:  Morphological structure of different endocytic vesicles (Hansen and Nichols, 2009) 
 
 
Pincher-dependent  macroendocytosis 
 
Pincher-dependent endocytosis involves generation of large endosomal structures, which are 
characterized by the presence of the the PINocytic CHapERon (Pincher) protein. Pincher belongs 
to the family of Eps15 homology (EH)-domain-containing proteins (EHDs/RME-1) which have 
been implicated in recycling from endosomes (Caplan et al., 2002; Grant et al., 2001). Pincher-
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related kinases), the neurotrophin receptors, into neurons. This process depends on Rac but not 
on clathrin. The formation of Trk containing vesicles is required for proper retrograde signaling 
in both peripheral and central neurons (Shao et al., 2002; Valdez et al., 2007). Pincher has 
recently been classified as a member of the dynamin superfamily and as a ATPase which may 
play a role during vesicle fission (Daumke et al., 2007).  
 
 
Endocytosis and Signaling 
 
For a long time it has been believed that endocytosis serves only for signal termination by down-
regulation of the cell surface receptors. This view was challenged with the observation that the 
endosomes containing internalized epidermal growth factor receptor (EGFR) also contained 
downstream signaling factors such as SHC (SH2-domain-containing transforming protein), 
Grb2, mSOS (mammalian son-of sevenless) and MAPK (mitogen-activated protein kinase) (Di 
Guglielmo et al., 1994; Vieira et al., 1996). Subsequent experiments showed that signals from 
EGFR-containing endosomes are sufficient to promote MAPK activation and cell survival 
(Wang et al., 2002c). This concept of endosomal signaling can generally be applied to other 
receptor tyrosine kinases (RTKs). The activation of PDGF (platelet-derived growth factor) 
receptors in the endosomal compartments can initiate recruitment of downsteam signaling 
components and promote cell survival by up to 50% (Wang et al., 2004). Similar results have 
been obtained for TrkB upon stimulation with BDNF and for TrkA upon stimulation with NGF. 
Inhibition of TrkA and TrkB endocytosis leads to enhanced neuronal cell death (Heerssen et al., 
2004; Ye et al., 2003). In addition TrkB endocytosis is also required for directed cell migration 
(Zhou et al., 2007). 
 
Another important role of endocytosis has been shown during development. The internalization 
of the Notch receptor and its ligands and the subsequent endosomal sorting is required for 
asymmetric cell division (Coumailleau et al., 2009; Le Borgne et al., 2005; Seugnet et al., 1997). 
Endocytic trafficking of cell adhesion molecules such as E-cadherin regulates epithelial polarity 
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Inhibition of ephrin-eph endocytosis leads to abnormal retinogeniculate axonal projections 
during development (Cowan et al., 2005). 
 
 
Retrograde Axonal Transport 
 
In the nervous system, endocytosis plays a crucial role for long-range communication within 
neurons. Neurons send their axons over long distances to contact post-synaptic targets. In the 
human nervous system these distances can be more than 1 meter. Signals generated at the axon 
terminals have to be transmitted from the nerve terminal to the cell bodies to activate gene 
transcription, a mechanism termed retrograde signaling (Howe and Mobley, 2005; Ibanez, 2007; 
Keshishian and Kim, 2004). For short distances retrograde signals are transmitted by the 
propagation of the Ca2+ waves. Application of Slit-2 to the leading tip of a migrating cerebellar 
granule neuron e.g., evokes a Ca2+ wave, which is propagated from the growth cone to the soma 
leading to growth cone collapse and reversal of neuronal migration (Guan et al., 2007).  
 
One possible way of long distance retrograde signaling is the axonal retrograde transport of the 
ligand-receptor complexes or second messenger complexes. This has been extensively studied 
for the neutrophins such as BDNF and NGF (Campenot and MacInnis, 2004; Howe and Mobley, 
2005; Huang and Reichardt, 2001; Wu et al., 2009). NGF was discovered as the first growth 
factor required for the survival of the peripheral neurons (Cohen and Levi-Montalcini, 1956). It 
is secreted by target tissues such as skin, muscle, glands or neurons (Levi-Montalcini, 1987; 
Thoenen, 1991) . Upon the release it binds to the TrkA receptor on the axonal terminals. The 
activation of the TrkA receptor leads to the recruitment of downstream signaling components 
such as phospho-ERK5, phospho MEK1, phospho-MAPK p38, B-Raf, Gab2 and Rap1 into 
EEA-1 and Rab-5 positive endosomes (Delcroix et al., 2003). The NGF signaling endosome, 
also called NGF signalosome then associates with dynein and is retrogradely transported in a 
microtubule-dependent manner (Yano et al., 2001). Upon arrival in the cell bodies NGF 
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1999) and SRF-dependent (Wickramasinghe et al., 2008) gene transcription (Figure 8). The 








     
 
 
Figure 8: Retrograde axonal transport of the NGF signalosome (Howe, 2005) 
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Context and Aim of the Thesis 
 
In the past years, the role of Nogo-A as a potent inhibitor of axon growth and plasticity in both, 
injured and intact adult mammalian CNS has been well documented. In addition, novel roles for 
Nogo-A as a regulator of fasciculation, axon pathfinding and migration in both the PNS and CNS 
are emerging. Whereas the signaling mechanisms of the C-terminal inhibitory domain of Nogo-
A, the Nogo66 region, are well characterized, comparatively little is known about the signaling 
complex of the Nogo-A specific N-terminal inhibitory region, NogoΔ20. Since blocking of the 
NgR complex does not completely abolish myelin inhibition of neurite outgrowth, it is of great 
importance to elucidate the NgR independent mechanism of Nogo-A signaling. The following 
chapter aimed to characterize cellular and molecular events evoked after NogoΔ20 addition to 
the cell surface of responsive cells. Many surface ligand-receptor complexes are known to 
internalize into cells and signal from endosomes. The endosomal signaling has been well studied 
in the context of the neutrophic factors such as NGF. The formation of NGF signalosomes is 
necessary for survival of peripheral neurons. Not only growth cone attracting molecules such as 
NGF, also growth cone repulsive molecules such as ephrins have been shown to depend on 
internalization for their signaling. Inhibition of ephrin endocytosis abolishes ephrin-induced 
growth cone collapse and leads to abnormal retinogeniculate projections. Therefore, we 
addressed whether endocytosis contributes to NogoΔ20 signaling in the neuronal cells. Similar to 
the neutrophic factors, Nogo-A provokes short-term effects locally at the growth cone, but also 
long-term effects by inducing persistent axon outgrowth effects. Since the members of the 
neutrophin family induce changes in gene transcription in the cell body upon retrograde axonal 
transport leading to cell survival, we asked whether NogoΔ20 also induces formation of 
signaling endosomes, which are retrogradely transported in order to activate a neurite outgrowth 
inhibition response in the cell body. Although the receptor for NogoΔ20 has not yet been 






































Pincher-generated Nogo-A endosomes mediate growth cone 
collapse and retrograde signaling 
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Nogo-A is one of the most potent myelin-associated inhibitors for axonal growth, regeneration 
and plasticity in the adult central nervous system. The Nogo-A specific fragment NogoΔ20 
shows the most potent inhibitory effect on growth cone collapse, neurite outgrowth and cell 
spreading by activating RhoA. Here we show that NogoΔ20 is internalized into neuronal cells by 
a Pincher- and rac-dependent, but clathrin- and dynamin-independent mechanism. Pincher-
mediated macroendocytosis results in the formation of NogoΔ20 signalosomes that direct RhoA 
activation and growth cone collapse. In compartmentalized chamber cultures, NogoΔ20 is 
endocytosed into neurites and retrogradely transported to the cell bodies of DRG neurons, 
triggering RhoA activation en route and decreasing pCREB levels in cell bodies. Thus, Pincher-
dependent macroendocytosis may lead to the formation of a Nogo-A signaling endosome, which 
acts both within growth cones and after retrograde transport in the cell body to regulate the 
neuronal growth program.  
 
 








One of the most potent neurite growth inhibitors of the adult central nervous system (CNS) is the 
transmembrane protein Nogo-A (Cafferty and Strittmatter, 2006; Schwab, 2004; Yiu and He, 
2006). The suppression of Nogo-A signaling by either Nogo-A neutralization or blockade of the 
Nogo66 receptor (NgR) components or inhibition of downstream signaling components such as 
Rho-A and Rho-A kinase (ROCK) leads to enhanced regeneration and nerve fibre growth  
associated with increased functional recovery in the adult CNS after injury (Cafferty and 
Strittmatter, 2006; Schwab, 2004; Yiu and He, 2006). Besides its role in the injured mammalian 
CNS, Nogo-A acts as a regulator of neuronal growth and plasticity in the intact CNS. For 
instance, the plasticity of the visual cortex is extended beyond the normal postnatal critical 
period in mice lacking NgR or Nogo-A/B (McGee et al., 2005). In the intact adult spinal cord 
and cortex genetic ablation of Nogo-A resulted in  an enhanced expression of many proteins 
involved in neuronal growth and cytoskeletal organization in the neurons and growth cones 
(Montani et al., 2009). 
 
Nogo-A is a large membrane protein of 1163 amino acids containing two main inhibitory regions 
for neurite growth (GrandPre et al., 2000; Oertle et al., 2003; Prinjha et al., 2000). The 66 amino 
acids region in the C-terminal domain (Nogo66), also common to other Nogo splice variants, i.e. 
Nogo B and C, binds to the Nogo66 receptor NgR (Barton et al., 2003; Fournier et al., 2001; He 
et al., 2003). The Nogo66 signaling complex involves NgR, p75/Troy, LINGO-1 and, at least in 
some types of neurons, PirB (Atwal et al., 2008; Fournier et al., 2001; Mi et al., 2004; Wong et 
al., 2002). This signaling complex can also be activated by other myelin inhibitory proteins like 
myelin-associated glycoprotein (MAG) and oligodendrocyte myelin glycoprotein (OMgp) 
(David and Lacroix, 2003; Filbin, 2003; Yiu and He, 2003). However, blocking NgR does not 
completely abolish myelin inhibition of neurite outgrowth suggesting the existence of an NgR 
independent mechanism (Kim et al., 2004). A 181 amino acid region in the central region of the 
Nogo-A protein called NogoΔ20 is Nogo-A specific and is highly inhibitory for spreading and 
outgrowth of neurons and fibroblast even in the absence of NgR (Oertle et al., 2003). The in vivo 
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application of the monoclonal antibody 11C7, which is directed against this region and blocks 
NogoΔ20 function, leads to enhanced regrowth and regenerative sprouting of spinal axons 
following spinal cord lesion in rats and monkeys (Freund et al., 2006; Liebscher et al., 2005). In 
vitro, NogoΔ20 induces growth cone collapse and activates the small GTPase Rho-A (Fournier 
et al., 2003; Niederost et al., 2002; Oertle et al., 2003). However, the molecular mechanisms 
underlying NogoΔ20 signaling remain mostly unknown.  
 
Similar to the neutrophic factors including nerve growth factor (NGF), brain derived neutrophic 
factor (BDNF) and neutrophin 3 or 4 (NT-3 and NT-4) (Campenot and MacInnis, 2004; Huang 
and Reichardt, 2001; Wu et al., 2009), Nogo-A acts locally, at the growth cone. In addition, the 
members of neutrophin family induce changes in gene transcription in the cell body upon 
retrograde axonal transport (Ginty and Segal, 2002; Howe and Mobley, 2005). Detailed analysis 
of NGF retrograde signaling led to the characterization of a so called NGF "signalosome", a 
signaling endosome containing endocytosed ligand-receptor complexes and downstream 
effectors (Campenot and MacInnis, 2004; Ginty and Segal, 2002; Howe and Mobley, 2005). Up 
to now, the possible role of endocytic signaling as a mechanism for Nogo-A action, both locally 
and at the level of cell body has not been investigated. 
Here, we show that NogoΔ20 actions on growth cone collapse require signaling from endosomes 
that contain activated Rho. Internalization into the signaling endosomes is clathrin-independent 
and occurs by Pincher-dependent endocytosis. The retrograde axonal transport of NogoΔ20 in 
DRG neurons results in increased Rho-GTP and decreased levels of pCREB in the soma. 
 
 








The Nogo-A active fragment NogoΔ20 is rapidly internalized into neurons  
 
To examine whether the Nogo-A active fragment NogoΔ20 is internalized into Nogo-A 
responsive cells, PC12 neuron-like cells were incubated with 300 nM T7-tagged NogoΔ20 
fragment (Oertle et al., 2003).  As control, we used 300 nM NogoΔ21-T7, a Nogo-A fragment 
without inhibitory activity at this concentration (Oertle et al., 2003).  First, we incubated PC12 
cells with Nogo fragments for 1h at 4°C, a temperature which prevents endocytosis and vesicular 
trafficking. PC12 cells immunostained for the T7 tag and analyzed by confocal microscopy 
displayed patchy staining at the cell surface (Figure 1A). When the PC12 cells were incubated 
with the NogoΔ20 fragment for 15 (Figure 1B) or 30 min (Figure 1C) at 37°C, the tagged protein 
was massively endocytosed in small cytosolic vesicles. The control fragment NogoΔ21-T7 could 
not be detected, either on the cell surface or intracellularly after incubation of PC12 cells (data 
not shown). The early endosomal antigen EEA-1, a marker of the early endosome (Mu et al., 
1995), co-localized with 40.57 ± 2.65 % (n = 47 cells) of NogoΔ20-T7 positive vesicles after 15 
min (Figure 1B; 1F) and with 57.87 ± 3.99 % (n = 42 cells) after 30 min (Figure 1C, 1F). The 
internalization of NogoΔ20 was further characterized by subcellular fractionation. PC12 cells 
were incubated with 300 nM NogoΔ20 for 30 min at 37°C, lysed and subjected to a 8-40.6% 
sucrose step gradient centrifugation. NogoΔ20 was detected in the fractions with lower sucrose 
concentration, F1 (8-25%) and F2 (25-35%), which contained early endosomes as indicated by 
EEA1 (Figure 1D). In contrast, NogoΔ20 was absent from the nuclear fraction (NF; containing 
nucleoporin p62 and from fraction F3 containing mostly endoplasmatic reticulum and Golgi 
membranes (high sucrose concentration of 35-40.6%; Figure 1D).  
 
The fate of the growth inhibitory Nogo-A fragment NogoΔ20 was also studied in hippocampal 
neurons dissected from E19 rats, cultured for 4 days. Incubation with 300 nM NogoΔ20-T7 for 
30 min at 37°C resulted in many small fluorescent vesicles spread throughout the cytoplasm of 
cell bodies and neurites (Figure 1E). These findings show that upon surface binding Nogo-Δ20 is 
rapidly internalized into neuronal endosomes. 
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Figure 1. Surface binding and internalization of Nogo∆20 in neuronal cells (A) – (C): 
Representative confocal immunofluorescence optical sections of PC12 cells which were 
incubated with 300 nM Nogo∆20-T7 for 1 hour at 4°C (A) or for 15 min (B) or 30 min (C) at 
37°C. Cells were stained with anti-T7 mAb for NogoΔ20 (green) and with anti-EEA-1 as an 
early endosomal marker (red) and analyzed by confocal microscopy. Arrows indicate 
colocalization of NogoΔ20 with EEA-1. Scale bar, 10 µm. (D) Subcellular fractionation of PC12 
cells after internalization of Nogo∆20-T7 for 30 min at 37°C. Cell were homogenized and 
centrifuged to separate nuclei (nuclear fraction NF) from the postnuclear supernatant, which was 
loaded on a 8-40.6% sucrose step gradient to separate different organelles. Following 
centrifugation, different fractions: F1 (8-25% sucrose), F2 (25-35% sucrose) and F3 (35-40.6% 
sucrose) were collected and immunoblotted for EEA-1 (top panel), nucleoporin p62 (middle 
panel) and NogoΔ20-T7 (bottom). A representative blot from 3 experiments is shown. (E) 
Dissociated hippocampal neurons cultured for 4 days were incubated with 300 nM Nogo∆20-T7 
for 30 min at 37°. NogoΔ20 (red) appears in vesicular structures in the cell body and neurites of 
the neurons (β3 tubulin, green). Scale bar, 10 µm. (F) Quantification of co-localization of 
NogoΔ20 with EEA-1 after indicated time points. Values are given as the mean from three 




To investigate a possible contribution of the Nogo66 receptor subunit NgR to the NogoΔ20 
internalization, PC12 cells were treated with phosphatidylinositol-specific phospholipase C (PI-
PLC) to remove GPI-anchored proteins including NgR from the cell surface (Fournier et al., 
2001) or alternatively, with the peptide, NEP1–40, an NgR antagonist (GrandPre et al., 2002). 
Neither PI-PLC (Supplementary Figure 1A, 1D) nor NEP1–40 (Supplementary Figure 1B, 1D) 
treatment affected NogoΔ20 internalization. In addition, we also observed NogoΔ20 
internalization into 3T3 cells a cell line which does not express NgR (Fournier et al., 2001; 
Oertle et al., 2003) (Supplementary Figure 1C, 1D). These data demonstrate that NogoΔ20 
internalization is not dependent on the Nogo66 receptor NgR.  
 

























Supplementary Figure 1. NogoΔ20 internalization does not depend on NgR 
(A),(B): Representative confocal immunofluorescence optical sections of PC12 cells which were 
pretreated with PI-PLC (A) or NEP1-40 (B) one hour prior to incubation with 300 nM Nogo∆20-
T7 for 30 min at 37°C. NogoΔ20 positive vesicles (green) were observed. (C) NogoΔ20 (green) 
is internalized into 3T3 cells after 30 min incubation time. Scale bar, 10 μm. (D) (Quantification 
of NogoΔ20 uptake after various cell treatments. The percentage of cells with internalized 













NogoΔ20 internalization does not follow the conventional endocytic routes 
 
To test whether NogoΔ20-T7 is internalized via one of the classical endocytic routes mediated 
by clathrin, caveolin or cholesterol, pharmacological inhibitors and dominant negative (dn) 
constructs were used (Figure 2A).  
Eps 15 is crucial for clathrin-coated pit assembly; overexpression of dominant negative eps 15 
blocks clathrin-dependent internalization (Benmerah et al., 1998). Transfection of PC12 cells 
with the dominant negative Eps 15 EΔ95/295 did not inhibit internalization of NogoΔ20-T7 
(94.58 ± 5.84 vs. 99.93 ± 7.61 in control, n = 294 vs. 323 cells) (Figure 2B, 2E). In contrast to 
NogoΔ20, internalization of transferrin, a well established marker for clathrin-mediated uptake 
(Dautry-Varsat et al., 1983; Hopkins, 1983), was dramatically reduced (9.44% ± 2.33 vs. 99.88 ± 
5.75 % in control, n = 279 vs. 216 cells, ***P < 0.001) (Figure 2B, 2E). These results show that 
eps15-mediated clathrin assembly is not essential for NogoΔ20-T7 endocytosis.  
The small GTPase Dynamin II is involved in the formation of both clathrin-coated and caveolar 
vesicles (De Camilli et al., 1995; Oh et al., 1998; Pelkmans et al., 2002). Surprisingly, the 
expression of a dominant negative dynamin II mutant, dynaminK44A (Fish et al., 2000), in PC-
12 cells did not affect the internalization of NogoΔ20-T7 (90.12 ± 2.95 % vs. 99.93 ± 7.61 % in 
control, n = 303 vs. 323 in control)  (Figure 2C, 2E). The internalization of transferrin, however, 
was almost completely inhibited (4.86 ± 1.67 % vs. 99.88 ± 5.75 % in control, n = 332 vs. 216, 
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Figure 2. Internalization of Nogo∆20 occurs independent ly of Epsin15, Dynamin II and 
cholesterol. (A) Schematic representation of different endocytotic pathways and their blockers. 
(B, C) PC12 cells were transfected with GFP tagged Eps15 ∆ (95-295) (green; B), or GFP-
dynIIK44A (green; C). 24 hours later, cells were incubated with 300 nM Nogo∆20-T7 (red) or 
100 nM Transferrin-biotin (red) for 30 min at 37°C. In Eps15∆ (95-295) and dynIIK44A 
transfected cells Transferrin uptake was blocked, but not uptake of NogoΔ20. (D) PC12 cells 
were either left untreated or were pretreated with nystatin and progesterone over night and were 
then incubated with Transferrin, Choleratoxin or Nogo∆20-T7 for 30 min at 37°C in absence or 
presence of drugs. Whereas the internalization of Choleratoxin was inhibited (red), the 
internalization of Transferrin (red) and NogoΔ20 (red) was not affected. Representative optical 
sections from three independent experiments are shown. Scale bar, 10 µm. (E) Quantification of 
protein uptake after various cell treatments. The percentage of cells with internalized protein is 





Internalization via caveolae is cholesterol-dependent. The cholera toxin β subunit (CTxβ) has 
been reported to be predominantly internalized through the cholesterol-sensitive pathway 
(Kirkham et al., 2005). To test the possibility that NogoΔ20-T7 internalization might depend on 
cholesterol, we pretreated PC12 cells with nystatin and progesterone. Combined cholesterol 
depletion by nystatin and inhibition of cholesterol synthesis by progesterone resulted in a 
significant inhibition of the uptake of cholera toxin β (30.33 ± 5.81 % vs. 99.40 ± 5.48 in control, 
n = 478 vs.  366, ***P < 0.001) (Figure 2D, 2E) whereas NogoΔ20-T7 endocytosis remained 
unaffected (85.32 ± 4.32 % vs. 99.93 ± 7.61 % in control, n = 487 vs. 323) (Figure 2D, 2E).    
Taken together these data provide strong evidence that internalization of NogoΔ20-T7 does not 
follow the conventional endocytic routes. Neither clathrin nor caveolin nor cholesterol were 
required for the internalization of NogoΔ20-T7 into the PC12 cells. 
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NogoΔ20 endocytosis is mediated by Pincher-dependent  macroendocytosis  
 
The PINocytic CHapERon protein Pincher belongs to the family of Eps15 homology (EH)-
domain-containing proteins (EHDs/RME-1) which have been implicated in clathrin-independent 
endocytosis (Shao et al., 2002; Valdez et al., 2007) and recycling from endosomes (Caplan et al., 
2002; Grant et al., 2001). Overexpression of a dominant negative form of Pincher (PincherG68E) 
has been shown to prevent NGF-induced internalization of TrkA (Shao et al., 2002). To assess a 
possible role of Pincher for NogoΔ20-T7 endocytosis, we overexpressed dn HA-PincherG68E in 
PC12 cells. In agreement with previous observations (Shao et al., 2002), HA-PincherG68E was 
associated with the plasma membrane in PC12 cells. Interestingly, the expression of dominant-
negative Pincher dramatically reduced the endocytosis of NogoΔ20 (15.31 ± 3.68 % vs. 99.46 ± 
5.49 % in control, n = 47 cells, ***P < 0.001) (Figure 3A, 3F). Confocal analysis revealed that 
NogoΔ20-T7 localization remained restricted to the plasma membrane and 73.37 ± 2.91 % of 
NogoΔ20-T7 co-localized with PincherG68E (Figure 3B, 3E). In contrast, transferrin was 
internalized and appeared in a punctate pattern in the cytoplasm of the PC12 cells, consistent 
with previous results showing that PincherG68E does not interfere with clathrin-mediated 
endocytosis (Shao et al., 2002). Accordingly, we observed only 9.74 ± 2.02 % of transferrin 
overlap with PincherG68E (Figure 3B, 3E). These results indicate that Pincher function is 
essential for NogoΔ20 endocytosis. 
The small GTPase Rac has been shown to drive the formation of membrane ruffles during 
macroendocytosis and thus to be required for Pincher-mediated NGF-TrkA internalization 
(Valdez et al., 2007). To test whether Rac is involved in NogoΔ20 internalization, we transfected 
PC12 cells with either wild-type Rac or the dominant-negative RacN17. The overexpression of 
RacN17 significantly blocked the internalization of NogoΔ20 (26.08 ± 4.45 % vs. 99.46 ± 5.49 
% in control, n = 47 cells, ***P < 0.001). As shown by confocal microscopy, NogoΔ20 remained 
at the plasma membrane of PC12 cells expressing RacN17 (Figure 3D, 3F). The overexpression 
of Rac1 had only a minor effect on the uptake of NogoΔ20 (77.64 ± 5.12 % vs. 99.46 ± 5.49 % 
in control, n = 47 cells, *P < 0.05) (Figure 3D, 3F). These findings strongly suggest that 
NogoΔ20 endocytosis is mediated by a macroendocytic process that depends on both Pincher 
and Rac proteins. 
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Figure 3. Internalization of Nogo∆20 occurs by macroendocytosis and is Pincher and Rac1 
dependent . (A) PC12 cells were transfected with HA tagged dn PincherG68E (red). 24 hours 
after transfection cells were incubated with 300 nM Nogo∆20-T7 (green) for 30 min at 37°C. 
NogoΔ20 remained on the cell surface; no internalized NogoΔ20 vesicles are seen. (B) 
Transferrin (green) uptake is unaffected by overexpression of dn PincherG86E (red). (C, D) 
PC12 cells were transfected with T7 tagged wild-type Rac1 (red, C) or dominant negative 
Rac1N17 (red, D) prior to incubation with 300 nM Fc tagged Nogo∆20 (green). After 30 min at 
37°C NogoΔ20 appeared a large number of endosomal vesicles and cisterns inside the wt Rac1 
cells (arrowhead), but the internalized proportion was reduced in the dn RacN17 transfected cells 
(arrow). Scale bar, 5µm. (E) Quantification of NogoΔ20 and transferrin co-localization with dn 
PincherG86E. Values are given as the mean of three independent experiments ± SEM. (F) 
Quantification of internalization revealed that the uptake of NogoΔ20 was reduced by 84 % upon 
overexpression of dn PincherG86E and by 73% upon overexpression of dn Rac1N17. Values are 
given as the mean from three independent experiments ± SEM (*P < 0.05, ***P < 0.001, 
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Pincher-mediated NogoΔ20 endocytosis is required in NogoΔ20 induced growth cone 
collapse 
 
NogoΔ20 is a very potent inducer of growth cone collapse that often leads to withdrawal of 
neurites (Niederost et al., 2002; Oertle et al., 2003). To determine the importance of NogoΔ20 
endocytosis for the growth cone collapse, we examined the growth cone response of 
hippocampal neurons after blocking NogoΔ20 endocytosis. Dissociated E19 hippocampal 
neurons were infected with recombinant adenoviruses containing either HA-Pincher or HA-
PincherG68E (Valdez et al., 2005). Growth cone collapse was assessed at 4 DIV, i.e. 48 hours 
after viral infection by adding 300 nM of NogoΔ20 to the medium for 30 min. The neurons were 
fixed and the morphology of the growth cones was visualized by staining for F-actin with 
Phalloidin-Alexa488 (Figure 4A and 4B). The infected neurons were identified by visualization 
of the HA tag (Figure 4C). NogoΔ21 does not stimulate growth cone collapse at 300 nM, we thus 
used this fragment as a negative control. Three independent experiments (n=109 neurons) 
showed that NogoΔ20 treatment induced collapse of 69.85 ± 2.55 % of the growth cones as 
compared to 25.11± 1.59 % observed after the NogoΔ21 control treatment (Figure 4D). A very 
similar proportion of growth cones, 67.23 ± 2.67%, collapsed if NogoΔ20 was added to the 
neurons overexpressing the Pincher protein (Figure 4E). In contrast, growth cone collapse 
induced by NogoΔ20 was fully abolished when PincherG68E was overexpressed. In this case, 
only 27.33 ± 1.79 of the growth cones showed a collapsed morphology (Figure 4E).  
 
To exclude possible nonspecific effects of PincherG68E, we assessed the growth cone collapse 
response to a well known collapse inducing protein, Semaphorin 3A (He and Tessier-Lavigne, 
1997; Kolodkin et al., 1997; Luo et al., 1993; Tamagnone et al., 1999). More than 70% of the 
growth cones collapsed after the addition of Semaphorin 3A in Pincher as well as in 
PincherG68E overexpressing hippocampal neurons; there was no significant difference (75.48 ± 
2.54 % and 70.06 ± 1.77%, respectively; Figure 4F) between the two treatments.   
These data strongly suggest that Pincher-dependent endocytosis is a crucial step in the chain of 
events that induce NogoΔ20 specific growth cone collapse. 
 






















Figure 4. Endocytosis of Nogo∆20 is required for Nogo∆20 induced growth cone collapse in 
hippocampal  neurons. Morphology of (A) non-collapsed (arrow) and (B) collapsed growth 
cones (arrow head) of E19 hippocampal neurons at DIV4 was visualized by staining of F-actin 
with Phalloidin-Alexa488 (green). (C) Hippocampal neurons infected with immunodeficient 
recombinant adenovirus containing HA tagged dn PincherG68E (red) were treated for 30 min 
with 300 nM NogoΔ20; most growth cones remained uncollapsed (Phalloidin staining, Scale 
bars, 10 μm. (D) Quantification of the proportion of collapsed growth cones after incubation with 
300 nM Nogo∆20 (black bars) or with 300 nM Nogo∆21 (open bars). (E,F) Growth cone 
collapse of hippocampal neurons overexpressing either wt HA-Pincher protein (black bars) or 
mutant HA-PincherG68E protein (open bars) after incubation with 300 nM Nogo∆20 (E) or 40 
nM Semaphorin 3A for 30 min.  Data represent the mean of three (Semaphorin 3A) or four 
(Nogo∆20) independent experiments ± SEM (number of neurons per group and experiment = 
90). Asterisk marks highly significant difference between wt and dn Pincher infected 
hippocampal neurons (***P < 0.001, Student’s t test). 
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Inhibition of Pincher-dependent  NogoΔ20 internalization reduces Rho activation  
 
The Rho family of small GTPases, which includes Rho, Rac and Cdc42, has important roles in 
regulating actin cytoskeletal dynamics. NogoΔ20 activates RhoA, thus leading to disassembly of 
the actin cytoskeleton during growth cone collapse and growth inhibition (Niederost et al., 2002; 
Schwab, 2004). We investigated whether Rho activation could be dependent on NogoΔ20 
internalization. In order to measure activated Rho, we used GST-Rhotekin-RBD, which has been 
described to selectively bind to the active GTP-bound Rho proteins (Aspenstrom, 1999; Ren et 
al., 1999). NogoΔ20 (300 nM)  was added to PC12 cells for 30 min. Cells were then fixed, 
incubated with GST-Rhotekin-RBD, immunostained for GST and quantified by densitometry.  
 
The comparison of the activated Rho levels of non-treated (Figure 5A) vs. NogoΔ20 treated 
(Figure 5B) cells revealed a dramatic increase of Rho activation upon NogoΔ20 addition (1.49 ± 
0.03 vs. 1.00 ± 0.02 in control, n = 149 vs. 137 cells, ***P < 0.001) (Figure 5C). However, when 
the macroendocytosis was blocked by the overexpression of dn PincherG68E, activation of Rho 
in PC12 cells remained at background levels after addition of NogoΔ20 (1.12 ± 0.04 vs. 1.00 ± 
0.02 in control, n = 98 vs. 137 cells) (Figure 5C). Reduced RhoA activation (23.12 ± 4.63 % of 
control, n = three independent experiments) in cells overexpressing dn PincherG68E was 
confirmed in the Rho-A pull down assay (Figure 5D). 
 
This finding that inhibition of NogoΔ20 internalization interferes with Rho activation suggests 
that NogoΔ20 containing vesicles may function as signalosomes, as described e.g. for NGF 
(Delcroix et al., 2003; Howe et al., 2001). To test this hypothesis, endosomal fractions were 
isolated from PC12 cells with and without prior addition of NogoΔ20 and analyzed for their 
active RhoA content. Endosomal fractions from NogoΔ20-treated cells exhibited higher RhoA 
activation compared to endosomal fractions from naive PC12 cells (Figure 7I). These data 
suggest that NogoΔ20 may initiate the recruitment and assembly of specific signaling 
components including the small GTPAse RhoA into so called "signalosomes". 
 

























Figure 5. NogoΔ20 induced Rho activation depends on internalization. Rho activation levels were 
examined in either (A) untreated (control) or (B) NogoΔ20 (300 nM) treated PC12 cells for 30 min at 
37°C. Active GTP-bound Rho was detected by incubation with GST tagged Rhotekin-RBD and 
immunostaining. Scale bar, 20 µm. (C) Densitometric quantification of staining from three 
independent experiments. Data are normalized to the mean of the untreated group; asterisk marks 
highly significant differences between untreated, NogoΔ20 treated or NogoΔ20 and dn PincherG68E 
treated cells (three experiments; 30-50 cells per experiment; Student’s t test, ***P < 0.001). (D) 
PC12 cells were either left untreated or transfected with dn PincherG68E construct. All cells were 
then incubated with 300 nM NogoΔ20 for 30 min at 37°C. Extracted proteins were precipitated with 
Rhotekin-RBD beads. Precipitates were immunoblotted for RhoA (top panel). Total RhoA levels 
were determined from whole cell lysates as shown in the bottom panel.  
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Internalized NogoΔ20 is retrogradely transported from neurites to cell bodies 
 
To further test the role of Nogo-Δ20 endosomes, we examined whether NogoΔ20 could be 
retrogradely transported from the axons to the cell bodies. Dissociated dorsal root ganglion 
(DRG) cells from E19 rats were cultured in compartmentalized chambers (Campenot, 1977) as 
indicated in Figure 6A. Within 7 days, fascicles of neurites grew under the Teflon ring and 
Silicon grease seals into the two side chambers and established a dense neuritic plexus. Nogo-
Δ20-T7 (300 nM) was then added to the side chambers. After 30 min or 6 hours, NogoΔ20 was 
visualized by confocal microscopy. After 30 min of incubation, NogoΔ20 fluorescence appeared 
in vesicular structures in the neurites of the distal compartments (Figure 6B, 6C) but was not 
detectable in proximal neurites and the cell bodies (Figure 6D, 6E). In contrast, after 6 hours of 
incubation, a large number of NogoΔ20 containing vesicles appeared in proximal neurites and 
the cytoplasm of DRG cell bodies (Figure 6F, 6G), indicating the retrograde movement of 
endocytosed NogoΔ20 from the neurites in the side chambers to the cell bodies in the centre 
chamber of the culture. Although majority of the cell bodies was positive for NogoΔ20 (62.18 ± 
6.74 %, n = four independent experiments), some of the DRG cell bodies remained unlabeled 
(37.82 ± 3.36 %), showing that the fluorescent signals did not derive from leakage and direct 








































Figure 6. Upon internalization Nogo∆20 is retrogradely transported from the neurites to the cell 
bodies of dissociated DRG neurons.  (A) Schematic representation of a compartmentalized chamber. 
(B) – (G): Representative immunofluorescence images of retrogradely transported NogoΔ20 (300 nM) at 
indicated time points in dissociated DRG neurons which were cultured in compartmentalized Campenot 
chambers. (B) Uptake of NogoΔ20 (green) in the distal neurites at 30 min incubation. Scale bar, 20μm. 
(C) NogoΔ20 positive vesicles (green, arrow head) in the distal neurites. Scale bar, 10 μm. (D) NogoΔ20 
could not be observed in the cell body compartment 30 min after NogoΔ20 addition. (E) Cell bodies were 
stained with DAPI (blue). Scale bar, 40μm. NogoΔ20 positive distal neurites (F) and cell bodies (G) 6 
hours upon addition of NogoΔ20 to the distal compartment. Arrowhead indicates NogoΔ20 positive 
vesicles in the cell body. Scale bars, 20 µm.  
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Importantly, the blockade of retrograde transport with colchicine (Kreutzberg, 1969) completely 
abolished NogoΔ20 detection in the DRG cell bodies, showing the involvement of active 
microtubule-dependent transport during NogoΔ20 trafficking from the axons to the cell bodies 
(Supplementary Figure 2A- 2C).  
As Pincher plays a crucial role in NogoΔ20 endocytosis in PC12 cells, we analyzed the 
requirement of Pincher function on uptake and retrograde transport of NogoΔ20 in DRG 
neurons. No NogoΔ20 could be detected in the cell bodies of those DRG neurons overexpressing 
PincherG68E (Supplementary Figure 2D, 2E). The overexpression of PincherG68E completely 
abolished the retrograde trafficking of NogoΔ20, confirming that the Pincher protein is required 












Supplementary Figure 2. Retrograde transport of NogoΔ20 is microtubule and Pincher dependent 
(A-C): Retrograde transport of NogoΔ20 in presence of colchicine. Cell bodies of DRG neurons cultured 
in Campenot chambers were pretreated with colchicine for one hour prior to the addition of NogoΔ20-T7. 
6 hours after NogoΔ20 addition, NogoΔ20 (green) was found in the distal compartment (A) but was 
absent from the cell body compartment (B). Cell bodies were detected with DAPI (C, blue) Scale bars, 40 
μm. (D) The cell body compartment of dissociated DRG neurons was infected with immunodeficient 
adenovirus containing the dn HA-PincherG68E at DIV5. At DIV7 NogoΔ20 was added to the distal 
neurite compartment and after 6 hours neurons were immunostained for Pincher (red) and NogoΔ20 
(green). No retrogradely transported NogoΔ20 could be observed in the cell body compartment. Scale bar, 
20 μm. 
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Retrogradely transported NogoΔ20 activates RhoA en route and decreases pCREB levels in 
the DRG cell bodies 
 
Next, we asked if Rho activation can be observed in DRG neurites and cell bodies after 
internalization of NogoΔ20. Active Rho was measured with GST-Rhotekin-RBD protein as 
described earlier in the distal neurites or cell bodies of the compartmentalized DRG cultures, 30 
min and 6 hours after addition of 300 nM NogoΔ20 to the distal neurite compartments. We found 
Rho activation in the neurite compartments 30 min after NogoΔ20 addition. Interestingly, active 
Rho was precisely co-localized with NogoΔ20 positive vesicles in the neurites (Figure 7A-C; 
86.58 ± 14.48 % of overlap, n = 26 neurites).  In the cell body compartment, the Rho activation 
was not seen at 30 min (Figure 7D, 7E) but was prominent at 6 hours after NogoΔ20 addition 
(Figure 7G). Thus, the temporal activation of Rho-A reflects the retrograde transport of 
NogoΔ20 suggesting the formation of NogoΔ20/RhoA signalosomes.  
The activation of the cAMP response element binding protein CREB, e.g. by neutrophins, can 
overcome inhibitory effects of myelin-associated neurite outgrowth inhibitors (Gao et al., 2004). 
To test whether NogoΔ20 influences CREB signaling, we determined the levels of 
phosphorylated CREB (pCREB) upon NogoΔ20 addition. The low basal level of pCREB in 
DRG cell bodies makes these neurons highly responsive to increases in pCREB, which occurs 
after application of neutrophins to the axons (Watson et al., 1999). Since our DRG neurons are 
cultured in compartmentalized chambers in presence of NGF, we detected high basal levels of 
pCREB (Figure J). Addition of NogoΔ20 to the distal compartments for 6 hours resulted in a 
dramatic decrease (22.39 ± 4.47 % of control, n = three experiments) of pCREB in the cell body 
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Figure 7. NogoΔ20 triggers Rho activation en route to DRG cell bodies 
Active GTP bound Rho was visualized in the distal neurites and the cell body compartment of 
Campenot chambers upon addition of NogoΔ20 (300 nM) to the distal compartment for either 30 
min or 6 hours. (A)-(C) 30 min after NogoΔ20 addition activated Rho (red) co-localizes with 
NogoΔ20 positive vesicles in the neurites of the distal compartment of the Campenot chambers. 
Cell bodies stained with (D) DAPI (Blue) were negative for activated Rho (E; red). (F)-(H) 6 
hours upon NogoΔ20 (green) addition activated Rho (red) was also observed in the cell body 
compartment. Scale bars, 10 µm. (I) Early endosome containing F1 sucrose density fractions of 
untreated (control) or NogoΔ20 treated (30 min at 37°C) PC12 cells were reacted with Rhotekin-
RBD beads. The bound proteins were immunoblotted with an anti-Rho A monoclonal antibody 
(bottom panel). (J) Cell bodies from DRG neurons cultured in Chambers were collected 6 hours 
after NogoΔ20 addition and immunoblotted for pCREB. Addition of NogoΔ20 decreased the 
pCREB levels. 
 








Many studies on endocytosis and retrograde transport of ligand-receptor complexes in neurons 
have focused the factors promoting survival and plasticity, in particular the neutrophins 
(Campenot and MacInnis, 2004; Ginty and Segal, 2002; Howe and Mobley, 2005). However, 
during development, in the adult nervous system and after injury axons are also exposed to 
growth inhibitory signals, a prominent one being Nogo-A. Up to now, nothing was known about 
whether the myelin-associated neurite growth inhibitor Nogo-A can signal through endosomes, 
which may also be retrogradely transported in neurons. We used NogoΔ20, the most potent 
fragment of Nogo-A that mediates growth cone collapse through a receptor other than NgR, to 
examine the role and mechanism of endocytosis. We find that NogoΔ20 is endocytosed in a non-
conventional manner, using Pincher- and Rac-mediated macroendocytosis. Our study indicates 
that endocytosis of NogoΔ20 is essential to mediate growth cone collapse. The inhibition of 
Pincher-mediated NogoΔ20 endocytosis prevented NogoΔ20 induced, but not Semaphorin 3A 
induced growth cone collapse and diminished NogoΔ20-triggered RhoA activation. Furthermore, 
NogoΔ20 is taken up by DRG neurites and retrogradely transported to the cell bodies where it 
activated Rho and reduced pCREB levels. NogoΔ20 positive endosomal vesicles were positive 
for activated Rho in the neurites, suggesting that NogoΔ20 signalosomes transmit growth-
inhibitory signals to the soma.  
 
Most cell surface proteins and receptor-bound ligands are internalized through the clathrin coated 
vesicle or the caveolin pathways (Le Roy and Wrana, 2005; Mayor and Pagano, 2007). We 
found that NogoΔ20 internalization does not depend on the Nogo66 receptor NgR as shown by 
pharmacological blockage of NgR with PI-PLC or NEP1-40.  Surprisingly, by overexpression of 
the dominant negative constructs eps15 EΔ95/295 and dynamin K44A which interfere with the 
clathrin and caveolin endocytosis machinery, we found that neither of the two pathways mediates 
NogoΔ20 endocytosis. In contrast, overexpression of a mutant form of the Pincher protein in 
which the P-loop ATP binding site is destroyed by mutation G68E (Shao et al., 2002) almost 
completely blocked the internalization of NogoΔ20, indicating a requirement of Pincher ATPase 
activity for this process. Pincher protein has been implicated in the clathrin-independent, Rac 
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mediated and pinocytosis-like uptake of the activated neurotrophin receptor complex (Shao et al., 
2002). The requirement of Pincher protein and the small GTPAse Rac for NogoΔ20 
internalization leads to conclusion that NogoΔ20 is similarly macroendocytosed. Given that 
Pincher has recently been classified as a member of the dynamin superfamily, in this case it may 
replace dynamin in mediating macroendocytosis (Daumke et al., 2007).   Macroendocytic 
signaling may have more general implications in growth inhibition, because EphrinB-EphB 
containing vesicles, which do not co-localize with the known markers of the clathrin and 
caveolin endocytic pathways (Marston et al., 2003), may also be internalized via Rac-dependent 
macroendocytosis (Marston et al., 2003).  
 
Using growth cone collapse as a functional readout, we addressed the question whether 
NogoΔ20 internalization is necessary for NogoΔ20 signaling. Blockade of NogoΔ20 endocytosis 
by dominant negative PincherG68E prevented NogoΔ20 induced growth cone collapse of 
hippocampal neurons. Under the same conditions Semaphorin 3A induced growth cone collapse 
was not affected. Importantly, the NogoΔ20 induced growth cone collapse is known to occur 
with a slower time course than the collapse elicited by Semaphorin 3A (Oertle et al., 2003), 
suggesting different signaling cascades evoked by the two proteins. For Nogo-A, the first 
morphological changes can be observed after 90 s and the collapse is complete after 20-40 min 
(Bandtlow et al., 1993; Oertle et al., 2003). Interestingly, this time course matches that of 
NogoΔ20 endocytosis: first NogoΔ20 containing vesicles appeared after 2 min of exposure to 
NogoΔ20 (data not shown), and a large number of NogoΔ20 endosomes with early endosome 
marker accumulated intracellularly after 30 min. This slow time course of endocytic processing 
is similar to that found for neurotrophin, as opposed to epidermal growth factor receptor (EGFR) 
endocytic signaling, and may be a general feature of Pincher-mediated endocytic signaling 
(Valdez et al., 2007).  Importantly, members of another repulsive protein family, the Ephrins 
were also shown to depend on endocytosis for growth cone collapse: In the absence of Vav 
proteins, ephrin-Eph endocytosis was blocked, resulting in defects in growth collapse in vitro 
and significant defects in retinogeniculate axon guidance in vivo (Cowan et al., 2005). 
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Our finding that prevention of NogoΔ20 internalization also blocked the activation of Rho 
proteins in PC12 cells and DRG neurons provides a second line of evidence that NogoΔ20 
internalization is required for NogoΔ20 signal propagation. Accordingly, subcellular 
fractionation revealed that NogoΔ20 containing early endosomes contain activated RhoA-
GTPase, indicating that NogoΔ20 signals after internalization. Consistent with this, we find that 
NogoΔ20 containing vesicles were transported retrogradely from the neurites to the cell bodies 
of DRG neurons cultured in compartmentalized chambers. Activated Rho co-localized with 
NogoΔ20 positive vesicles in these DRG neurites. As high Rho activity in the DRG cell bodies 
was not observed after 30 min but prominently after 6 hours of NogoΔ20 addition, we conclude 
that NogoΔ20 vesicles activate Rho also en route in the cell bodies. Taken together, these data 
strongly indicate the formation of NogoΔ20 signaling endosomes which are retrogradely 
transported along the axons.  
 
Nogo-A is predominantly found in the innermost, adaxonal membranes around axons in intact 
CNS (Huber et al., 2002; Wang et al., 2002b). One question which arises from this study is 
whether myelin-associated full length Nogo-A is transcytosed from the myelin into the axons or 
whether Nogo-A undergoes protease-dependent cleavage to release NogoΔ20 fragments which 
are taken up by surrounding axons. The existence of soluble Nogo-A fragments in cerebrospinal 
fluid from patients with multiple sclerosis (Jurewicz et al., 2007) and the cleavage of Nogo-A 
upon optic nerve injury (Ahmed et al., 2006) speak in favor of the second mechanism. However, 
we can not exclude that full-length transmembrane Nogo-A may be transcytosed as it has been 
described for EphB-ephrinB complexes (Zimmer et al., 2003).  
 
Given our finding that Nogo-A signals retrogradely and the constant contact of Nogo-A with the 
axon, it is tempting to speculate that in the intact CNS Nogo-A signals originating along the 
axons tonically suppress axonal growth. Once the axon has reached its target and myelination 
starts, Nogo-A starts retrogradely communicate to the cell body that the growth machinery is not 
needed any longer. Transitory growth responses of Purkinje axons and the corticospinal tract in 
intact rats upon Nogo-A neutralization support this concept (Bareyre et al., 2002; Buffo et al., 
2000; Gianola et al., 2003). 
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In many respects Nogo-A seems to counteract the effect of neutrophic factor signaling. While 
e.g. NGF promotes neurite outgrowth and attracts growth cones, Nogo-A inhibits outgrowth and 
induces growth cone collapse. Retrograde trafficking of NGF signaling endosomes is associated 
with an increase in pCREB in cell bodies (Cox et al., 2008; Riccio et al., 1997). In contrast, we 
find that retrograde trafficking of NogoΔ20 is associated with a decrease of pCREB levels. It 
seems that both proteins use a similar endocytic machinery to achieve opposing cellular 
responses, suggesting that different endosome-based signals are integrated in the soma after 
retrograde transport. In the future, characterization of the ligand-receptor complexes and of 
retrogradely activated genes and more precise analysis of local and distal effects induced by 
Nogo-A in neurons may help us understanding the dualistic roles of NGF and Nogo-A.  
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Materials and Methods 
 
Cell Culture  
PC12 cells were grown in DMEM media (Gibco) supplemented with 6% new born calf serum 
and 6% horse serum. Cells were transfected with Lipofectamin2000 (Invitrogen) in OptiMEM 
(Gibco). 
 
Primary hippocampal neurons derived from rat embryos were cultured as described previously 
(Kaech and Banker, 2006). In brief, the hippocampi of E19 rats were dissected, digested (0.05% 
papain; Sigma) and washed in PBS. Cells were then dissociated and 6,000-8,000 cells were 
plated onto poly-L-lysine and laminin coated 18-mm glass coverslips in 12 well cell culture 
plates containing glial feeder layer in neurobasal/B27 medium (Gibco/Invitrogen). 
 
Dissociated DRG neurons derived from E19 rats were cultured in Campenot Chambers as 
described previously (Campenot, 1977). Briefly, E19 dissociated DRG neurons were plated in 
the cell body compartment in neurobasal/B27 medium supplemented with 100 ng/ml NGF and 
250 µM cytosine arabinoside (1-β-D-arabinofuranosylcytosine) to inhibit glial growth. At DIV4 
media was changed and compartments were checked for bulk leakage. Cultures from leaking 
chambers were excluded from further study. Retrograde transport experiments were performed at 
DIV7, when neurites had crossed the divide into the distal neurite compartment. 
 
DNA and viral constructs 
 
Dynamin II K44A-GFP construct was obtained from M. McNiven (Mayo Clinic, Rochester, 
USA), Eps15Δ(95-295)-GFP construct was obtained from A. Benmerah and A. Dautry-Varsat 
(Institut Pasteur, Paris, France) and Rac1-T7 (wt and N17 mutant) constructs were obtained from 
D. Bar-Sagi, (New York University, New York, USA).   
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Defective adenoviruses containing Pincher-HA (Shao et al., 2002) constructs were used. For 
efficient infection 50 MOI (multiple of infection) were used. Hippocampal neurons were infected 
at DIV2 and analyzed at DIV4. The cell body compartments of dissociated DRG neurons were 
infected at DIV5 and the cultures were grown for further 2 DIV to achieve high level of protein 




Cells were preincubated for 60 min at 37°C in serum-free DMEM containing 1U/ml PI-PLC 
(Invitrogen) or 1 µM NEP1-40 (Alpha Diagnostics). Preincubation with 25 µg/ml nystatin 
(Sigma-Aldrich) plus 10 µg/ml progesterone (Sigma-Aldrich) was performed over night. The 
drugs were present throughout the experiments. Cell bodies of DRG neurons were preincubated 
with 125 μM colchicine (Sigma-Aldrich) 1 hour prior to addition of NogoΔ20.  
 
Growth cone collapse 
 
The response of neuronal growth cones was quantified on three independent experiments (n=90 
neurons per group from each experiment). At DIV4 hippocampal neurons were incubated with 
either 300 nM NogoΔ21 (control) or 300 nM NogoΔ20 or  40 nM Semaphorin 3A for 30 min at 
37°C, fixed and stained for F-actin with Phalloidin-Alexa 488 to visualize the growth cone 
morphology. The collapsed growth cones of each neuron, which were defined as those with no 
lamellipodia and not more than two filopodia (Kapfhammer et al., 2007), were counted and 
expressed as percentage of the total growth cones of the belonging neuron. The infection with 
defective adenoviruses containing HA-Pincher constructs was performed at DIV2 with 50 MOI. 
After 1 h medium containing adenoviruses was removed and the cells were cultured for another 
2DIV prior to collapse experiment. Only HA-Pincher positive neurons which were detected with 








  57 
 
Internalization assay and immunofluorescent microscopy 
 
For internalization assays PC12 cells were serum starved 3 hours prior to addition of proteins for 
30 min at 37°C. Proteins were used at following concentrations: NogoΔ20 and NogoΔ21 at 300 
nM, transferrin-biotin (Invitrogen) at 1μg/ml and cholera toxin β-A594 (Invitrogen) at 1 ng/ml. 
Cells were then fixed with 4% paraformaldehyde for 15 min and subsequently permeabilized 
with 0.1% Triton X-100 for 30 min at RT. After blocking cells were incubated first with primary 
antibodies for 30 min, washed 3 times for 5 min and then incubated with secondary antibodies 
for 30 min.  
 
Coverslips were mounted with Dako (Dako Cytochrom). Images were aquired on a Leica type 
DM RE microscope using a confocal scanning system SP2 or SP5 from Leica equipped with 40 
x/1.25, 63x/1.4 and 100x Planchromat objectives. The thickness of all confocal slices varied 
between 0.2 and 0.8 μm.  
 
Images were processed with the use of Photoshop (Adobe Inc., Mountain View, CA). Co-
localizations were analyzed with the colocalization module of Imaris (Bitplane, Zurich, 
Switzerland). Data were given as the mean value ± SEM.  Data analysis was performed by Prism 
4.0 (GraphPad software) using independent Student’s t test.  
 
The following primary antibodies were used: rabbit anti-EEA-1 (Abcam) 1:250, mouse anti-T7 
(Novagen) 1:1000, rabbit anti-Pincher (Shao et al., 2002) 1:1000, rat anti-HA (Roche) 1:250. 
Secondary antibodies: Alexa-488, Alexa-594, Avidin-Rhodamin and Avidin-FITC were from 
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Recombinant  fusion proteins 
 
Recombinant fusion proteins NogoΔ20-T7 and NogoΔ21-T7 were purified as described 
previously (Oertle et al., 2003). In brief, Escherichia coli BL21/DE3 were transformed with the 
bacterial expression vectors pET28 and grown in 2x YT medium (Invitrogen). Expression of the 
fusion proteins was induced by addition of 1 mM isopropyl-1-thio-β-D-galyctopyranoside 
(IPTG) to log phase culture at 30°C for 4 hours. The highly expressed fusion proteins were 
purified using the Co2+-Talon Metal Affinity Resin (Clontech). Upon elution with 250 mM 
imidazole proteins were extensively dialyzed against PBS, pH 7.4. The purity of the recombinant 
proteins was confirmed by SDS-PAGE and Coomassie Brilliant Blue® staining. The protein 
concentration was determined with BCA protein assay kit (Pierce) using bovine serum albumin 
as a standard. In addition, Fc-tagged NogoΔ20 fragment was used (R&D systems).  
 
RhoA pull down assay and immunostaining 
 
PC12 cells were homogenized in RIPA buffer (50 mM Tris, pH 7.2, 1% Triton X-100, 0.5%  
sodium deoxycholate, 0.1% SDS, 500 mM NaCl, 10 mM MgCl2, protease inhibitor cocktail 
(Complete Mini; Roche Diagnostics), 1 mM PMSF). After centrifugation for 20 min at 13 000g 
at 4°C homogenates (0.5 mg/ml) were incubated for 1 hour at 4°C with 60 μg GST-Rhotekin 
RBD beads (Cytoskeleton, Inc.). The beads were then washed twice and eluated in sample 
buffer. GTP-bound RhoA and total RhoA present in the cell lysates were immunoblotted with 
mouse anti-Rho-A antibody (Santa Cruz Biotechnology, Inc) 1:200.  
 
Activated Rho was detected by probing cells with the Rho-binding domain from the Rho-GTP-
interacting protein rhotekin-RBD tagged with GST (Cytoskeleton, Inc.) 20μg/ml for 1 hour at 
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Subcellular fractionation  
 
PC12 cells were cultured on 15 cm plates, serum starved (DMEM/BSA) for 3 h and either left 
untreated or treated with NogoΔ20-T7 for 30 min. Next, cells were homogenized in a detergent-
free manner with a 22-G needle in the homogenization buffer (250 mM sucrose, 3 mM 
imidazole, 1 mM EDTA, protease inhibitor cocktail (Complete Mini; Roche Diagnostics), and 
0.03 mM cycloheximide, pH7.4). Subsequently, a post-nuclear supernatant (PNS) was prepared 
according to standard techniques (Bomsel et al., 1990). The PNS was adjusted to 40.6 % sucrose, 
loaded at the bottom of an SW60 centrifuge tube (Beckman), and overlaid sequentially with 1.5 
volumes of 35% and 1 volume of 25% sucrose solutions in 3 mM imidazole, 1mM EDTA, pH 
7.4. The rest of the tube was filled up with homogenization buffer. The gradient was then 
centrifuged at 210 000g at 4°C for 90 min using an SW60 rotor (Beckman). After centrifugation, 
different interfaces and sucrose cushions were collected from top to bottom of the tube. The 
protein concentration of each fraction was determined with BCA protein assay kit (Pierce) using 
bovine serum albumin as a standard. Equal amounts of protein from each fraction were loaded on 
SDS-PAGE, followed by immunoblotting with mouse anti-EEA1 (BD Transduction Labs) 1:500, 
mouse anti-nucleoporin p62 (BD Transduction Labs) 1:1000, mouse anti-T7 (Novagen) 1:5000 
and mouse anti-RhoA (Santa Cruz Biotechnology, Inc.) 1:200. This experiment was repeated 
three times with similar results. 
WesternBlot Analysis 
 
Proteins (25–100 µg) were separated by electrophoresis on a 4–12% polyacrylamide gel and 
transferred to nitrocellulose membranes. Blots were preincubated in a blocking solution of 3% 
Top Block (VWR International) in TBST (0.1 M Tris base, 0.2% Tween 20, pH 7.4) for 1 h at 
room temperature, incubated with primary antibodies overnight at 4°C and after washing, with a 
horseradish peroxidase-conjugated anti-rabbit antibody (Pierce Biotechnology) 1:10 000–1:15 
000. CREB was detected with rabbit anti pCREB (Millipore Bioscience Research) 1:500 and 
anti-GAPDH (Abcam) 1:10 000. Protein bands were detected by adding SuperSignal West Pico 
Chemiluminescent Substrate (Pierce) by exposing the blot in a Stella detector (Raytest). 
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Densitometry analysis was performed with NIH software and by normalizing the band intensities 
to GAPDH values.   
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Neurotrophins and Nogo-A: Antagonistic regulators of neurite outgrowth?
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3.1 Overview  
 
The study presented in this thesis explored the significance of endocytosis for the function of 
Nogo-A. The results shown in Chapter 2 clearly illustrate the requirement of NogoΔ20 
internalization for Nogo-A signaling. Inhibition of NogoΔ20 internalization prevented growth 
cone collapse and Rho-A activation. These experiments also demonstrated that the 
internalization of NogoΔ20 does not follow the conventional clathrin- and dynamin-dependent 
pathway, but rather depends on the Pincher protein. In addition, these data strengthen the 
previous findings that NogoΔ20 acts by a specific mechanism which is independent of NgR. 
Further, these data provide the first evidence that NogoΔ20 induces the formation of 
signalosomes containing Rho-A, which are retrogradely transported from the axons to the cell 
bodies where they decrease pCREB levels. The intriguing finding that NogoΔ20 acts on pCREB 
in the opposite manner to NGF suggests a potential mechanism for NogoΔ20 and NGF to act 
antagonistically. A schematic representation of the Nogo-A signaling endosome hypothesis is 










      Figure 1: Schematic representation of Nogo-A signalosome pathway  
         (adapted from Howe, 2005) 
 
Upon binding to its receptor, NogoΔ20 induces the formation of signaling endosomes which 
contain activated RhoA. The signalosomes are then transported via a microtubule dependent 
mechanism from the axons to the cell bodies where they initiate transcriptional changes leading 
to neurite outgrowth inhibition. 
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3.2 Implications and future directions 
 
The role of endocytosis in the nervous system has been demonstrated so far for neurotrophic 
factors and ephrins (Cowan et al., 2005; Howe and Mobley, 2005; Marston et al., 2003; Zimmer 
et al., 2003). Internalization of myelin-associated neurite outgrowth inhibitors has not yet been 
shown. This study reports that the potent, myelin derived growth inhibitor Nogo-A can induce 
the formation of endosomes and retrograde signaling in neurons. The retrograde transport of the 
active, inhibitory NogoΔ20 fragments raises interesting questions: (i) what are the transcriptional 
cell body changes upon retrograde transport of NogoΔ20?, (ii) does the NogoΔ20 signalosome 
contain other downstream components besides RhoA?, (iii) does a soluble, active NogoΔ20-




3.2.1 Identification of NogoΔ20 mediated transcriptional changes 
 
The retrograde transport of NGF signalosome leads to transcriptional changes in the cell body of 
neurons. Among the regulated transcription factors, CREB and SRF are best characterized 
(Cosker et al., 2008). The activation of CREB dependent genes results in a survival response 
(Riccio et al., 1997) whereas the activation of SRF dependent genes results in an axonal growth 
response (Wickramasinghe et al., 2008). The transcriptional changes evoked by Nogo-A are not 
yet known. A comprehensive gene chip analysis of the cell bodies at different time points upon 
addition of NogoΔ20 would lead to identification of potential gene candidates which might be 
involved in the outgrowth inhibition response.  
 
The opposed effects on pCREB levels induced by Nogo-A in comparison to NGF in DRG 
neurons suggest an antagonistic growth response of the two proteins which might be reflected in 
the opposing regulation of some genes. An alternative to the gene chip analysis would be the 
examination of gene candidates which are shown to be regulated by NGF signaling. One 
promising candidate would be the serum response factor, SRF since it mediates NGF-dependent 
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axonal growth, branching, and target innervation by regulating gene expression of cytoskeletal 
genes such as β actin and γ actin but also LIM family regulators such as Ldb2 (Wickramasinghe 
et al., 2008). Genetic ablation of Nogo-A results in enhanced expression of cytoskeleton related 
proteins such as actin (β, γ, α), GFAP or neurofilament-68, and in enhanced growth cone motility 
by regulation of the LIM kinase (LIMK) pathway through cofilin (Montani et al., 2009). It is 
tempting to speculate that Nogo-A and NGF signaling pathways converge at the level of SRF 
and thus on the regulation of the LIMK pathway. To verify the involvement of CREB and SRF 
in the neurite outgrowth, it would be important to test whether the activation of these factors can 
directly overcome the inhibitory role of NogoΔ20. 
 
 
3.2.2 Characterization of NogoΔ20 signalosome 
 
In addition to the gene chip approach, a complementary proteomic analysis of the NogoΔ20 
signalosome could shed more light on the downstream signaling of the Nogo-A specific receptor. 
In addition to ligand and receptor, growth factor signalosomes contain several downstream 
siganaling components (Ginty and Segal, 2002). The isolation of Nogo-A specific signalosolmes 
may lead to identification of new signaling components and thus contribute to a better 
understanding of the inhibitory signals. 
 
 
3.2.3 Nogo-A fragmentation 
 
Although NogoΔ20 is a highly inhibitory Nogo-A fragment, its existence in vivo has not been 
shown. The existence of soluble Nogo-A fragments in cerebrospinal fluid from patients with 
multiple sclerosis (Jurewicz et al., 2007) and the cleavage of Nogo-A upon optic nerve injury 
(Ahmed et al., 2006) suggest a possible protease-dependent cleavage of Nogo-A. Since the 
BACE-1 co-localizes with some members of the reticulon family i.e. RTN3 and RTN4B/Nogo-
B, it could be possible that it can also cleave Nogo-A. It would be interesting to test whether the 
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inhibition of BACE might interfere with neurite outgrowth inhibition or growth cone collapse 
mediated by Nogo-A. 
 
However, we can not exclude that full-length transmembrane Nogo-A may be transcytosed in the 
form of a pinched-off vesicle from the “donor” to the responsive cell, as it has been described for 
EphB-ephrinB complexes (Zimmer et al., 2003).  
 
 
3.2.4 Possible role of NogoΔ20 signalosomes in the adult normal CNS 
 
Given the Nogo-A localization in the innermost, adaxonal myelin membranes around axons in 
the intact CNS (Huber et al., 2002; Wang et al., 2002b) and their constant contact with the axons, 
it is tempting to speculate that in the intact CNS Nogo-A signals originating along the axons 
tonically suppress axonal growth. In agreement with this hypothesis, it has been shown that 
Nogo-A neutralization results in a transitory growth responses e.g. of Purkinje axons and the 
corticospinal tract (Bareyre et al., 2002; Buffo et al., 2000; Gianola et al., 2003). The enhanced 
growth response in mature intact hippocampal slice cultures upon acute Nogo-A neutralization 
supports this idea (Craveiro et al., 2008). In addition, the plasticity of the visual cortex is 
extended beyond the normal postnatal critical period in mice lacking NgR or Nogo-A/B (McGee 
et al., 2005). According to these finding one could imagine the following scenario: once the axon 
has reached its target and myelination starts, Nogo-A begins to retrogradely communicate to the 
cell body that the growth machinery is not needed any longer. Whether NogoΔ20 signalosomes 
exist in the intact CNS axons remains to be shown.  
 
 
3.2.5 Retrograde axonal transport in the injured CNS 
 
Axonal injury evokes a cell body response which initially includes increase in gene transcription 
and protein translation (Ambron and Walters, 1996). An elevated expression of the growth 
associated protein 43 (GAP 43) mRNA has been observed in axotomized neurons. However, 
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after three week these mRNA levels decline (Verhaagen et al., 1993). One possible explanation 
for this transitory growth boost would be the lack of retrograde transported NogoΔ20. Upon 
injury, the contact of Nogo-A with the axons is disrupted and thus the growth inhibitory 
NogoΔ20 signal abolished. In turn the growth machinery is switched on and the axotomized 
neurite is looking for new connection. Once the seeking axon encounters myelin, the retrograde 
transport of Nogo-A endosomes would start again to suppress the neurite growth machinery. To 
better understand these injury signals, the role of the Pincher protein could be addressed. It 
would be interesting to know if the inhibition of the retrograde transport of Nogo-A by down-
regulation of the Pincher protein would lead to a better recovery upon spinal cord injury. 
However, an open question remains as to whether full-length Nogo-A or only the NogoΔ20 
fragments are transported in vivo. Some experimental analysis may help to shed more light on 
this issue. If Nogo-A would be cleaved, it should be possible to detect the Nogo-A fragmentation 
by isolating it from the injured nerves.  
 
 
3.2.6 Possible antagonistic effects of Nogo-A and neurotrophins during development  
 
Neurotrophins have been implicated in axon guidance and target innervation during neuronal 
development (Huang and Reichardt, 2001). The local expression of target-derived neurotrophic 
factors such as NGF, BDNF and NT-3 in target tissue can influence the extent of terminal 
arborization within the target region during development (Markus et al., 2002). Transgenic mice 
over-expression of BDNF in epithelial tissue show an increase in peripheral innervation densities 
(Albers et al., 1996; Davis et al., 1994). Selective deletion of BDNF receptor TrkB in the 
pyramidal neurons leads to altered dendritic arborization in cortical layers (Xu et al., 2000). 
Since local application of Nogo-A leads to growth cone collapse and the zebrafish embryos 
lacking Nogo orthologues show severe defects in axon pathfinding, it is tempting to speculate 
that Nogo-A might play a restrictive role in target innervation. One expectation would be that the 
down-regulation of Nogo-A would result in higher target innervation densities. The mice lacking 
Nogo-A do not show any serious behavioral defects (Willi et al., 2009). However, absence of 
Nogo-A induces increased axonal branching of cortical neurons in vitro (Mingorance-Le Meur et 
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al., 2007). It is very possible that the genetic ablation of Nogo-A results in the up-regulation of 
other proteins which compensate for the role of Nogo-A. To overcome these compensatory 
effects, it is important to examine the role of Nogo-A in the target innervation by acute 
neutralization of Nogo-A in vivo. The chicken embryo is an attractive experimental system 
because of its accessibility during different developmental stages and the possibility of applying 
functional RNA interference by in ovo electroporation or of injection of Nogo-A neutralizing 
antibodies. Since Nogo-A is expressed on muscle cells during early development, one would 
down- or up-regulate Nogo-A in the muscle cells and analyze the muscle innervation. An 
alternative experimental system for the CNS is the visual system. The retinotopic projections of 
ganglion cells from distinct positions in the retina to the superior colliculus have been 
extensively studied with ephrins, a family of repulsive guidance molecules (Luo and O'Leary, 
2005). At E 15, during retinocollicular development when the retinal ganglion cell axons arrive 
at the chiasm, Nogo-A has been shown to be most prominent on radial glia at the optic nerve 
head and the chiasmatic midline. NgR has been localized on the axons of the optic tract (Wang et 
al., 2008). These expression patterns suggest an involvement of Nogo-A in the routing of axons 
in the optic chiasm. For example, Nogo-A might selectively inhibit the NgR expressing retinal 
axons to cross the midline. Since the mouse embryo is not easily accessible, an inducible gene 
knock out would be essential. 
 
Another possible role for Nogo-A during development is axon pruning. During nervous system 
development, over-production of neurons and axons is followed by a regressive phase in which 
the inappropriate axonal branches are eliminated (Luo and O'Leary, 2005; Raff et al., 2002). 
Axonal pruning has been studied in vitro by using compartmentalized chambers (Campenot, 
1977). NGF depletion from the axonal compartment results in a rapid axonal fragmentation 
(MacInnis and Campenot, 2005). If Nogo-A would oppose the effects of NGF, one would expect 
NogoΔ20 to mimic the effects observed upon NGF deprivation, i.e. NogoΔ20 would lead to 
axonal fragmentation. Recently, two groups have started to identify the molecular mechanisms 
underlying axonal fragmentation. Mok and colleagues have shown that deprivation of NGF in 
the axonal compartment activates c-jun dependent gene transcription in the cell bodies (Mok et 
al., 2009). Nikolaev and colleagues identified death receptor 6 (DR6) signaling involving 
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caspase 6 as the crucial initiation step for axonal fragmentation. Blocking of DR6 delayed 
fragmentation of sensory axons in vitro and the pruning of retinocollicular axons in vivo 
(Nikolaev et al., 2009). Several experimental analyses could be performed to test the role of 
Nogo-A in axon pruning. As a first step, axonal fragmentation should be analyzed upon 
NogoΔ20 addition in the presence of NGF. If NogoΔ20 addition causes axonal fragmentation, 




3.3 Final Conclusion 
 
The significance of endocytosis for the signaling of the potent neurite growth inhibitory Nogo-A 
specific region NogoΔ20 that has been demonstrated in this study is just the “tip of the iceberg”, 
and unique insights into the NogoΔ20 molecular mechanism can probably be obtained from the 
studies aiming at characterization of the not yet identified high affinity Nogo-A receptor. The 
characterization of both, NogoΔ20 signalosome and the transcriptional changes induced by 
NogoΔ20 endosomes will help to learn more about the antagonisitic regulation of neurite growth 
by neurotrophins and Nogo-A. With the characterization of NogoΔ20 signaling endosomes we 
have just begun to disclose other systems that induce long-range retrograde signaling similar to 
neurotrophins. Examination of other proteins such as ephrins will reveal whether Pincher-
mediated macroendocytosis is a universal mechanism for mediating retrograde endosomal 
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Abbreviations 
AA  amino acis 
AD  Alzheimer's disease 
ALS  amyotrophic lateral sclerosis 
AMP  adenosine monophosphat 
AP  adaptor protein 
BACE-1 β-amyloid converting enzyme 1 
BDNF  brain-derived neurotrophic factor 
CD  circular dichroism 
CLIC  CLathrin-Independent Carriers 
CSF  cerebrospinal fluid 
CNS  central nervous system 
CREB  cAMP response element binding 
DIV  day in vitro 
dn  dominant negative  
DRG  dorsal root ganglion 
EEA-1  early endosomal antigen-1 
EGF  epidermal growth factor 
EH  Eps15 homology 
ER  endoplasmatic reticulon 
ERK  extracellular signal-regulated kinase 
GEEC  GPI-enriched endosomal compartments 
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GRAF  GTPase regulator associated with focal adhesion kinase 
GTP  guanosine tripohosphate 
LDL  low density lipoprotein 
LIMK  LIM kinase 
LINGO Leucine-rich repeats and Ig domain-containing, neurite outgrowth inhibitor  
  (Nogo) receptor-interacting protein-1 
MAG  myelin-associated glycoprotein 
MAPK  mitogen-activated phosphokinase 
MS  multiple sclerosis 
NgR  Nogo66 receptor 
NMR  nuclear magnetic resonance 
NPC  nuclear pore complex  
NT-3  neurotrophin-3 
OMgP  Oligodendrocyte myelin glycoprotein 
Pincher Pinocytic Chaperon 
PI-PLC phosphatidylinositol-specific phospholipase C 
PirB  paired immunoglobulin-like receptor B 
PNS  peripheral nervous system 
PTRF  polymerase 1 transcript release factor 
RBD  Rho binding domain 
RTK  receptor tyrosine kinase 
RTN  reticulon 
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SRF  serum response factor 











Aboulaich, N., J.P. Vainonen, P. Stralfors, and A.V. Vener. 2004. Vectorial proteomics reveal targeting, 
phosphorylation and specific fragmentation of polymerase I and transcript release factor (PTRF) 
at the surface of caveolae in human adipocytes. Biochem J. 383:237-48. 
 
Ahmed, Z., E.L. Suggate, E.R. Brown, R.G. Dent, S.J. Armstrong, L.B. Barrett, M. Berry, and A. Logan. 
2006. Schwann cell-derived factor-induced modulation of the NgR/p75NTR/EGFR axis 
disinhibits axon growth through CNS myelin in vivo and in vitro. Brain. 129:1517-33. 
 
Albers, K.M., T.N. Perrone, T.P. Goodness, M.E. Jones, M.A. Green, and B.M. Davis. 1996. Cutaneous 
overexpression of NT-3 increases sensory and sympathetic neuron number and enhances touch 
dome and hair follicle innervation. J Cell Biol. 134:487-97. 
 
Alberts B., A. Johnson, J. Lewis, M. Raff, K. Roberts, and P. Walter. 2002. Molecular Biology of the 
Cell, 4th edition Garland Science. Chapter 13. 
 
Ambron, R.T., and E.T. Walters. 1996. Priming events and retrograde injury signals. A new perspective 
on the cellular and molecular biology of nerve regeneration. Mol Neurobiol. 13:61-79. 
 
Amstutz, B., M. Gastaldelli, S. Kalin, N. Imelli, K. Boucke, E. Wandeler, J. Mercer, S. Hemmi, and U.F. 
Greber. 2008. Subversion of CtBP1-controlled macropinocytosis by human adenovirus serotype 
3. EMBO J. 27:956-69. 
 
Anderson, R.G. 1998. The caveolae membrane system. Annu Rev Biochem. 67:199-225. 
 
Aspenstrom, P. 1999. Effectors for the Rho GTPases. Curr Opin Cell Biol. 11:95-102. 
 
Atwal, J.K., J. Pinkston-Gosse, J. Syken, S. Stawicki, Y. Wu, C. Shatz, and M. Tessier-Lavigne. 2008. 
PirB is a functional receptor for myelin inhibitors of axonal regeneration. Science. 322:967-70. 
 
Babuke, T., and R. Tikkanen. 2007. Dissecting the molecular function of reggie/flotillin proteins. Eur J 
Cell Biol. 86:525-32. 
 
Bandtlow, C.E., M.F. Schmidt, T.D. Hassinger, M.E. Schwab, and S.B. Kater. 1993. Role of intracellular 
calcium in NI-35-evoked collapse of neuronal growth cones. Science. 259:80-3. 
 
Barde, Y.A., D. Edgar, and H. Thoenen. 1982. Purification of a new neurotrophic factor from mammalian 
brain. EMBO J. 1:549-53. 
 
Bareyre, F.M., B. Haudenschild, and M.E. Schwab. 2002. Long-lasting sprouting and gene expression 
changes induced by the monoclonal antibody IN-1 in the adult spinal cord. J Neurosci. 22:7097-
110. 
 
Bareyre, F.M., M. Kerschensteiner, O. Raineteau, T.C. Mettenleiter, O. Weinmann, and M.E. Schwab. 







                                                                                                                                                       75 
 
Barton, W.A., B.P. Liu, D. Tzvetkova, P.D. Jeffrey, A.E. Fournier, D. Sah, R. Cate, S.M. Strittmatter, and 
D.B. Nikolov. 2003. Structure and axon outgrowth inhibitor binding of the Nogo-66 receptor and 
related proteins. EMBO J. 22:3291-302. 
 
Benmerah, A., C. Lamaze, B. Begue, S.L. Schmid, A. Dautry-Varsat, and N. Cerf-Bensussan. 1998. AP-
2/Eps15 interaction is required for receptor-mediated endocytosis. J Cell Biol. 140:1055-62. 
 
Berkemeier, L.R., J.W. Winslow, D.R. Kaplan, K. Nikolics, D.V. Goeddel, and A. Rosenthal. 1991. 
Neurotrophin-5: a novel neurotrophic factor that activates trk and trkB. Neuron. 7:857-66. 
 
Blanchet, M.H., J.A. Le Good, D. Mesnard, V. Oorschot, S. Baflast, G. Minchiotti, J. Klumperman, and 
D.B. Constam. 2008. Cripto recruits Furin and PACE4 and controls Nodal trafficking during 
proteolytic maturation. EMBO J. 27:2580-91. 
 
Bokoch, G.M. 2003. Biology of the p21-activated kinases. Annu Rev Biochem. 72:743-81. 
 
Bonazzi, M., S. Spano, G. Turacchio, C. Cericola, C. Valente, A. Colanzi, H.S. Kweon, V.W. Hsu, E.V. 
Polishchuck, R.S. Polishchuck, M. Sallese, T. Pulvirenti, D. Corda, and A. Luini. 2005. 
CtBP3/BARS drives membrane fission in dynamin-independent transport pathways. Nat Cell 
Biol. 7:570-80. 
 
Bregman, B.S., E. Kunkel-Bagden, L. Schnell, H.N. Dai, D. Gao, and M.E. Schwab. 1995. Recovery 
from spinal cord injury mediated by antibodies to neurite growth inhibitors. Nature. 378:498-501. 
 
Brosamle, C., and M.E. Halpern. 2009. Nogo-Nogo receptor signalling in PNS axon outgrowth and 
pathfinding. Mol Cell Neurosci. 40:401-9. 
 
Buffo, A., M. Zagrebelsky, A.B. Huber, A. Skerra, M.E. Schwab, P. Strata, and F. Rossi. 2000. 
Application of neutralizing antibodies against NI-35/250 myelin-associated neurite growth 
inhibitory proteins to the adult rat cerebellum induces sprouting of uninjured purkinje cell axons. 
J Neurosci. 20:2275-86. 
 
Cafferty, W.B., and S.M. Strittmatter. 2006. The Nogo-Nogo receptor pathway limits a spectrum of adult 
CNS axonal growth. J Neurosci. 26:12242-50. 
 
Campenot, R.B. 1977. Local control of neurite development by nerve growth factor. Proc Natl Acad Sci 
U S A. 74:4516-9. 
 
Campenot, R.B., and B.L. MacInnis. 2004. Retrograde transport of neurotrophins: fact and function. J 
Neurobiol. 58:217-29. 
 
Caplan, S., N. Naslavsky, L.M. Hartnell, R. Lodge, R.S. Polishchuk, J.G. Donaldson, and J.S. Bonifacino. 
2002. A tubular EHD1-containing compartment involved in the recycling of major 
histocompatibility complex class I molecules to the plasma membrane. EMBO J. 21:2557-67. 
 
Caroni, P., and M.E. Schwab. 1988a. Antibody against myelin-associated inhibitor of neurite growth 







                                                                                                                                                       76 
 
Caroni, P., and M.E. Schwab. 1988b. Two membrane protein fractions from rat central myelin with 
inhibitory properties for neurite growth and fibroblast spreading. J Cell Biol. 106:1281-8. 
 
Carulli, D., T. Laabs, H.M. Geller, and J.W. Fawcett. 2005. Chondroitin sulfate proteoglycans in neural 
development and regeneration. Curr Opin Neurobiol. 15:116-20. 
 
Chadda, R., M.T. Howes, S.J. Plowman, J.F. Hancock, R.G. Parton, and S. Mayor. 2007. Cholesterol-
sensitive Cdc42 activation regulates actin polymerization for endocytosis via the GEEC pathway. 
Traffic. 8:702-17. 
 
Chen, H., S. Fre, V.I. Slepnev, M.R. Capua, K. Takei, M.H. Butler, P.P. Di Fiore, and P. De Camilli. 
1998. Epsin is an EH-domain-binding protein implicated in clathrin-mediated endocytosis. 
Nature. 394:793-7. 
 
Chen, M.S., A.B. Huber, M.E. van der Haar, M. Frank, L. Schnell, A.A. Spillmann, F. Christ, and M.E. 
Schwab. 2000. Nogo-A is a myelin-associated neurite outgrowth inhibitor and an antigen for 
monoclonal antibody IN-1. Nature. 403:434-9. 
 
Cohen, S., and R. Levi-Montalcini. 1956. A Nerve Growth-Stimulating Factor Isolated from Snake 
Venom. Proc Natl Acad Sci U S A. 42:571-4. 
 
Corda, D., A. Colanzi, and A. Luini. 2006. The multiple activities of CtBP/BARS proteins: the Golgi 
view. Trends Cell Biol. 16:167-73. 
 
Cosker, K.E., S.L. Courchesne, and R.A. Segal. 2008. Action in the axon: generation and transport of 
signaling endosomes. Curr Opin Neurobiol. 18:270-5. 
 
Coumailleau, F., M. Furthauer, J.A. Knoblich, and M. Gonzalez-Gaitan. 2009. Directional Delta and 
Notch trafficking in Sara endosomes during asymmetric cell division. Nature. 458:1051-5. 
 
Cowan, C.W., Y.R. Shao, M. Sahin, S.M. Shamah, M.Z. Lin, P.L. Greer, S. Gao, E.C. Griffith, J.S. 
Brugge, and M.E. Greenberg. 2005. Vav family GEFs link activated Ephs to endocytosis and 
axon guidance. Neuron. 46:205-17. 
 
Cox, L.J., U. Hengst, N.G. Gurskaya, K.A. Lukyanov, and S.R. Jaffrey. 2008. Intra-axonal translation and 
retrograde trafficking of CREB promotes neuronal survival. Nat Cell Biol. 10:149-59. 
 
Craveiro, L.M., D. Hakkoum, O. Weinmann, L. Montani, L. Stoppini, and M.E. Schwab. 2008. 
Neutralization of the membrane protein Nogo-A enhances growth and reactive sprouting in 
established organotypic hippocampal slice cultures. Eur J Neurosci. 28:1808-24. 
 
Daumke, O., R. Lundmark, Y. Vallis, S. Martens, P.J. Butler, and H.T. McMahon. 2007. Architectural 
and mechanistic insights into an EHD ATPase involved in membrane remodelling. Nature. 
449:923-927. 
 
Dautry-Varsat, A., A. Ciechanover, and H.F. Lodish. 1983. pH and the recycling of transferrin during 







                                                                                                                                                       77 
 
David, S., and S. Lacroix. 2003. Molecular approaches to spinal cord repair. Annu Rev Neurosci. 26:411-
40. 
 
Davis, B.M., K.M. Albers, K.B. Seroogy, and D.M. Katz. 1994. Overexpression of nerve growth factor in 
transgenic mice induces novel sympathetic projections to primary sensory neurons. J Comp 
Neurol. 349:464-74. 
 
Dawson, T.R., M.D. Lazarus, M.W. Hetzer, and S.R. Wente. 2009. ER membrane-bending proteins are 
necessary for de novo nuclear pore formation. J Cell Biol. 184:659-75. 
 
De Camilli, P., K. Takei, and P.S. McPherson. 1995. The function of dynamin in endocytosis. Curr Opin 
Neurobiol. 5:559-65. 
 
De Craene, J.O., J. Coleman, P. Estrada de Martin, M. Pypaert, S. Anderson, J.R. Yates, 3rd, S. Ferro-
Novick, and P. Novick. 2006. Rtn1p is involved in structuring the cortical endoplasmic reticulum. 
Mol Biol Cell. 17:3009-20. 
 
De Duve, R. 1991. Blueprint for a cell: The anture and origin of life. Patterson, Burlington, North 
Caroline, p64. 
 
Delcroix, J.D., J.S. Valletta, C. Wu, S.J. Hunt, A.S. Kowal, and W.C. Mobley. 2003. NGF signaling in 
sensory neurons: evidence that early endosomes carry NGF retrograde signals. Neuron. 39:69-84. 
 
Dharmawardhane, S., L.C. Sanders, S.S. Martin, R.H. Daniels, and G.M. Bokoch. 1997. Localization of 
p21-activated kinase 1 (PAK1) to pinocytic vesicles and cortical actin structures in stimulated 
cells. J Cell Biol. 138:1265-78. 
 
Di Guglielmo, G.M., P.C. Baass, W.J. Ou, B.I. Posner, and J.J. Bergeron. 1994. Compartmentalization of 
SHC, GRB2 and mSOS, and hyperphosphorylation of Raf-1 by EGF but not insulin in liver 
parenchyma. EMBO J. 13:4269-77. 
 
Dupuis, L., J.L. Gonzalez de Aguilar, F. di Scala, F. Rene, M. de Tapia, P.F. Pradat, L. Lacomblez, D. 
Seihlan, R. Prinjha, F.S. Walsh, V. Meininger, and J.P. Loeffler. 2002. Nogo provides a 
molecular marker for diagnosis of amyotrophic lateral sclerosis. Neurobiol Dis. 10:358-65. 
 
Edgerton, V.R., N.J. Tillakaratne, A.J. Bigbee, R.D. de Leon, and R.R. Roy. 2004. Plasticity of the spinal 
neural circuitry after injury. Annu Rev Neurosci. 27:145-67. 
 
Emery, G., and J.A. Knoblich. 2006. Endosome dynamics during development. Curr Opin Cell Biol. 
18:407-15. 
 
Falcone, S., E. Cocucci, P. Podini, T. Kirchhausen, E. Clementi, and J. Meldolesi. 2006. 
Macropinocytosis: regulated coordination of endocytic and exocytic membrane traffic events. J 
Cell Sci. 119:4758-69. 
 
Filbin, M.T. 2003. Myelin-associated inhibitors of axonal regeneration in the adult mammalian CNS. Nat 







                                                                                                                                                       78 
 
Fish, K.N., S.L. Schmid, and H. Damke. 2000. Evidence that dynamin-2 functions as a signal-transducing 
GTPase. J Cell Biol. 150:145-54. 
 
Ford, M.G., B.M. Pearse, M.K. Higgins, Y. Vallis, D.J. Owen, A. Gibson, C.R. Hopkins, P.R. Evans, and 
H.T. McMahon. 2001. Simultaneous binding of PtdIns(4,5)P2 and clathrin by AP180 in the 
nucleation of clathrin lattices on membranes. Science. 291:1051-5. 
 
Fotin, A., Y. Cheng, P. Sliz, N. Grigorieff, S.C. Harrison, T. Kirchhausen, and T. Walz. 2004. Molecular 
model for a complete clathrin lattice from electron cryomicroscopy. Nature. 432:573-9. 
 
Fournier, A.E., T. GrandPre, and S.M. Strittmatter. 2001. Identification of a receptor mediating Nogo-66 
inhibition of axonal regeneration. Nature. 409:341-6. 
 
Fournier, A.E., B.T. Takizawa, and S.M. Strittmatter. 2003. Rho kinase inhibition enhances axonal 
regeneration in the injured CNS. J Neurosci. 23:1416-23. 
 
Freund, P., E. Schmidlin, T. Wannier, J. Bloch, A. Mir, M.E. Schwab, and E.M. Rouiller. 2006. Nogo-A-
specific antibody treatment enhances sprouting and functional recovery after cervical lesion in 
adult primates. Nat Med. 12:790-2. 
 
Frick, M., N.A. Bright, K. Riento, A. Bray, C. Merrified, and B.J. Nichols. 2007. Coassembly of flotillins 
induces formation of membrane microdomains, membrane curvature, and vesicle budding. Curr 
Biol. 17:1151-6. 
 
Gao, Y., K. Deng, J. Hou, J.B. Bryson, A. Barco, E. Nikulina, T. Spencer, W. Mellado, E.R. Kandel, and 
M.T. Filbin. 2004. Activated CREB is sufficient to overcome inhibitors in myelin and promote 
spinal axon regeneration in vivo. Neuron. 44:609-21. 
 
Garrett, W.S., L.M. Chen, R. Kroschewski, M. Ebersold, S. Turley, S. Trombetta, J.E. Galan, and I. 
Mellman. 2000. Developmental control of endocytosis in dendritic cells by Cdc42. Cell. 102:325-
34. 
 
Gianola, S., T. Savio, M.E. Schwab, and F. Rossi. 2003. Cell-autonomous mechanisms and myelin-
associated factors contribute to the development of Purkinje axon intracortical plexus in the rat 
cerebellum. J Neurosci. 23:4613-24. 
 
Gil, V., O. Nicolas, A. Mingorance, J.M. Urena, B.L. Tang, T. Hirata, J. Saez-Valero, I. Ferrer, E. 
Soriano, and J.A. del Rio. 2006. Nogo-A expression in the human hippocampus in normal aging 
and in Alzheimer disease. J Neuropathol Exp Neurol. 65:433-44. 
 
Ginty, D.D., and R.A. Segal. 2002. Retrograde neurotrophin signaling: Trk-ing along the axon. Curr Opin 
Neurobiol. 12:268-74. 
 
Glebov, O.O., N.A. Bright, and B.J. Nichols. 2006. Flotillin-1 defines a clathrin-independent endocytic 
pathway in mammalian cells. Nat Cell Biol. 8:46-54. 
 
GrandPre, T., S. Li, and S.M. Strittmatter. 2002. Nogo-66 receptor antagonist peptide promotes axonal 







                                                                                                                                                       79 
 
GrandPre, T., F. Nakamura, T. Vartanian, and S.M. Strittmatter. 2000. Identification of the Nogo inhibitor 
of axon regeneration as a Reticulon protein. Nature. 403:439-44. 
 
Grant, B., Y. Zhang, M.C. Paupard, S.X. Lin, D.H. Hall, and D. Hirsh. 2001. Evidence that RME-1, a 
conserved C. elegans EH-domain protein, functions in endocytic recycling. Nat Cell Biol. 3:573-
9. 
 
Guan, C.B., H.T. Xu, M. Jin, X.B. Yuan, and M.M. Poo. 2007. Long-range Ca2+ signaling from growth 
cone to soma mediates reversal of neuronal migration induced by slit-2. Cell. 129:385-95. 
 
Hansen, C.G., N.A. Bright, G. Howard, and B.J. Nichols. 2009. SDPR induces membrane curvature and 
functions in the formation of caveolae. Nat Cell Biol. 11:807-14. 
 
Hansen, C.G., and B.J. Nichols. 2009. Molecular mechanisms of clathrin-independent endocytosis. J Cell 
Sci. 122:1713-21. 
 
He, X.L., J.F. Bazan, G. McDermott, J.B. Park, K. Wang, M. Tessier-Lavigne, Z. He, and K.C. Garcia. 
2003. Structure of the Nogo receptor ectodomain: a recognition module implicated in myelin 
inhibition. Neuron. 38:177-85. 
 
He, Z., and M. Tessier-Lavigne. 1997. Neuropilin is a receptor for the axonal chemorepellent Semaphorin 
III. Cell. 90:739-51. 
 
Heerssen, H.M., M.F. Pazyra, and R.A. Segal. 2004. Dynein motors transport activated Trks to promote 
survival of target-dependent neurons. Nat Neurosci. 7:596-604. 
 
Hidalgo Carcedo, C., M. Bonazzi, S. Spano, G. Turacchio, A. Colanzi, A. Luini, and D. Corda. 2004. 
Mitotic Golgi partitioning is driven by the membrane-fissioning protein CtBP3/BARS. Science. 
305:93-6. 
 
Hill, M.M., M. Bastiani, R. Luetterforst, M. Kirkham, A. Kirkham, S.J. Nixon, P. Walser, D. Abankwa, 
V.M. Oorschot, S. Martin, J.F. Hancock, and R.G. Parton. 2008. PTRF-Cavin, a conserved 
cytoplasmic protein required for caveola formation and function. Cell. 132:113-24. 
 
Hohn, A., J. Leibrock, K. Bailey, and Y.A. Barde. 1990. Identification and characterization of a novel 
member of the nerve growth factor/brain-derived neurotrophic factor family. Nature. 344:339-41. 
 
Hopkins, C.R. 1983. Intracellular routing of transferrin and transferrin receptors in epidermoid carcinoma 
A431 cells. Cell. 35:321-30. 
 
Howe, C.L. 2005. Modeling the signaling endosome hypothesis: why a drive to the nucleus is better than 
a (random) walk. Theor Biol Med Model. 2:43. 
 
Howe, C.L., and W.C. Mobley. 2005. Long-distance retrograde neurotrophic signaling. Curr Opin 
Neurobiol. 15:40-8. 
 
Howe, C.L., J.S. Valletta, A.S. Rusnak, and W.C. Mobley. 2001. NGF signaling from clathrin-coated 







                                                                                                                                                       80 
 
 
Hu, J., Y. Shibata, C. Voss, T. Shemesh, Z. Li, M. Coughlin, M.M. Kozlov, T.A. Rapoport, and W.A. 
Prinz. 2008. Membrane proteins of the endoplasmic reticulum induce high-curvature tubules. 
Science. 319:1247-50. 
 
Huang, E.J., and L.F. Reichardt. 2001. Neurotrophins: roles in neuronal development and function. Annu 
Rev Neurosci. 24:677-736. 
 
Huber, A.B., O. Weinmann, C. Brosamle, T. Oertle, and M.E. Schwab. 2002. Patterns of Nogo mRNA 
and protein expression in the developing and adult rat and after CNS lesions. J Neurosci. 
22:3553-67. 
 
Hurley, J.H., and B. Wendland. 2002. Endocytosis: driving membranes around the bend. Cell. 111:143-6. 
 
Ibanez, C.F. 2007. Message in a bottle: long-range retrograde signaling in the nervous system. Trends 
Cell Biol. 17:519-28. 
 
Itoh, T., and P. De Camilli. 2006. BAR, F-BAR (EFC) and ENTH/ANTH domains in the regulation of 
membrane-cytosol interfaces and membrane curvature. Biochim Biophys Acta. 1761:897-912. 
 
Jokic, N., J.L. Gonzalez de Aguilar, L. Dimou, S. Lin, A. Fergani, M.A. Ruegg, M.E. Schwab, L. Dupuis, 
and J.P. Loeffler. 2006. The neurite outgrowth inhibitor Nogo-A promotes denervation in an 
amyotrophic lateral sclerosis model. EMBO Rep. 7:1162-7. 
 
Jokic, N., J.L. Gonzalez de Aguilar, P.F. Pradat, L. Dupuis, A. Echaniz-Laguna, A. Muller, O. Dubourg, 
D. Seilhean, J.J. Hauw, J.P. Loeffler, and V. Meininger. 2005. Nogo expression in muscle 
correlates with amyotrophic lateral sclerosis severity. Ann Neurol. 57:553-6. 
 
Jurewicz, A., M. Matysiak, C.S. Raine, and K. Selmaj. 2007. Soluble Nogo-A, an inhibitor of axonal 
regeneration, as a biomarker for multiple sclerosis. Neurology. 68:283-7. 
 
Kaech, S., and G. Banker. 2006. Culturing hippocampal neurons. Nat Protoc. 1:2406-15. 
 
Kapfhammer, J.P., H. Xu, and J.A. Raper. 2007. The detection and quantification of growth cone 
collapsing activities. Nat Protoc. 2:2005-11. 
 
Karjalainen, M., E. Kakkonen, P. Upla, H. Paloranta, P. Kankaanpaa, P. Liberali, G.H. Renkema, T. 
Hyypia, J. Heino, and V. Marjomaki. 2008. A Raft-derived, Pak1-regulated entry participates in 
alpha2beta1 integrin-dependent sorting to caveosomes. Mol Biol Cell. 19:2857-69. 
 
Karnezis, T., W. Mandemakers, J.L. McQualter, B. Zheng, P.P. Ho, K.A. Jordan, B.M. Murray, B. 
Barres, M. Tessier-Lavigne, and C.C. Bernard. 2004. The neurite outgrowth inhibitor Nogo A is 
involved in autoimmune-mediated demyelination. Nat Neurosci. 7:736-44. 
 
Keshishian, H., and Y.S. Kim. 2004. Orchestrating development and function: retrograde BMP signaling 







                                                                                                                                                       81 
 
Kim, J.E., B.P. Liu, J.H. Park, and S.M. Strittmatter. 2004. Nogo-66 receptor prevents raphespinal and 
rubrospinal axon regeneration and limits functional recovery from spinal cord injury. Neuron. 
44:439-51. 
 
Kirchhausen, T. 1999. Adaptors for clathrin-mediated traffic. Annu Rev Cell Dev Biol. 15:705-32. 
 
Kirchhausen, T., S.C. Harrison, and J. Heuser. 1986. Configuration of clathrin trimers: evidence from 
electron microscopy. J Ultrastruct Mol Struct Res. 94:199-208. 
 
Kirkham, M., A. Fujita, R. Chadda, S.J. Nixon, T.V. Kurzchalia, D.K. Sharma, R.E. Pagano, J.F. 
Hancock, S. Mayor, and R.G. Parton. 2005. Ultrastructural identification of uncoated caveolin-
independent early endocytic vehicles. J Cell Biol. 168:465-76. 
 
Kolodkin, A.L., D.V. Levengood, E.G. Rowe, Y.T. Tai, R.J. Giger, and D.D. Ginty. 1997. Neuropilin is a 
semaphorin III receptor. Cell. 90:753-62. 
 
Kreutzberg, G.W. 1969. Neuronal dynamics and axonal flow. IV. Blockage of intra-axonal enzyme 
transport by colchicine. Proc Natl Acad Sci U S A. 62:722-8. 
 
Kuang, E., Q. Wan, X. Li, H. Xu, Q. Liu, and Y. Qi. 2005. ER Ca2+ depletion triggers apoptotic signals 
for endoplasmic reticulum (ER) overload response induced by overexpressed reticulon 3 
(RTN3/HAP). J Cell Physiol. 204:549-59. 
 
Kumari, S., and S. Mayor. 2008. ARF1 is directly involved in dynamin-independent endocytosis. Nat Cell 
Biol. 10:30-41. 
 
Langhorst, M.F., A. Reuter, and C.A. Stuermer. 2005. Scaffolding microdomains and beyond: the 
function of reggie/flotillin proteins. Cell Mol Life Sci. 62:2228-40. 
 
Le Borgne, R., A. Bardin, and F. Schweisguth. 2005. The roles of receptor and ligand endocytosis in 
regulating Notch signaling. Development. 132:1751-62. 
 
Le Roy, C., and J.L. Wrana. 2005. Clathrin- and non-clathrin-mediated endocytic regulation of cell 
signalling. Nat Rev Mol Cell Biol. 6:112-26. 
 
Leibrock, J., F. Lottspeich, A. Hohn, M. Hofer, B. Hengerer, P. Masiakowski, H. Thoenen, and Y.A. 
Barde. 1989. Molecular cloning and expression of brain-derived neurotrophic factor. Nature. 
341:149-52. 
 
Levi-Montalcini, R. 1987. The nerve growth factor 35 years later. Science. 237:1154-62. 
 
Li, M., Y. Li, X. Liao, J. Liu, H. Qin, Z.C. Xiao, and J. Song. 2008. Rational design, solution 
conformation and identification of functional residues of the soluble and structured Nogo-54, 
which mimics Nogo-66 in inhibiting the CNS neurite outgrowth. Biochem Biophys Res Commun. 
373:498-503. 
 
Li, M., J. Liu, and J. Song. 2006. Nogo goes in the pure water: solution structure of Nogo-60 and design 







                                                                                                                                                       82 
 
 
Liberali, P., E. Kakkonen, G. Turacchio, C. Valente, A. Spaar, G. Perinetti, R.A. Bockmann, D. Corda, A. 
Colanzi, V. Marjomaki, and A. Luini. 2008. The closure of Pak1-dependent macropinosomes 
requires the phosphorylation of CtBP1/BARS. EMBO J. 27:970-81. 
 
Liebscher, T., L. Schnell, D. Schnell, J. Scholl, R. Schneider, M. Gullo, K. Fouad, A. Mir, M. Rausch, D. 
Kindler, F.P. Hamers, and M.E. Schwab. 2005. Nogo-A antibody improves regeneration and 
locomotion of spinal cord-injured rats. Ann Neurol. 58:706-19. 
 
Liu, L., D. Brown, M. McKee, N.K. Lebrasseur, D. Yang, K.H. Albrecht, K. Ravid, and P.F. Pilch. 2008. 
Deletion of Cavin/PTRF causes global loss of caveolae, dyslipidemia, and glucose intolerance. 
Cell Metab. 8:310-7. 
 
Liu, L., and P.F. Pilch. 2008. A critical role of cavin (polymerase I and transcript release factor) in 
caveolae formation and organization. J Biol Chem. 283:4314-22. 
 
Low, K., M. Culbertson, F. Bradke, M. Tessier-Lavigne, and M.H. Tuszynski. 2008. Netrin-1 is a novel 
myelin-associated inhibitor to axon growth. J Neurosci. 28:1099-108. 
 
Lu, H., and D. Bilder. 2005. Endocytic control of epithelial polarity and proliferation in Drosophila. Nat 
Cell Biol. 7:1232-9. 
 
Lundmark, R., G.J. Doherty, M.T. Howes, K. Cortese, Y. Vallis, R.G. Parton, and H.T. McMahon. 2008. 
The GTPase-activating protein GRAF1 regulates the CLIC/GEEC endocytic pathway. Curr Biol. 
18:1802-8. 
 
Luo, L., and D.D. O'Leary. 2005. Axon retraction and degeneration in development and disease. Annu 
Rev Neurosci. 28:127-56. 
 
Luo, Y., D. Raible, and J.A. Raper. 1993. Collapsin: a protein in brain that induces the collapse and 
paralysis of neuronal growth cones. Cell. 75:217-27. 
 
MacInnis, B.L., and R.B. Campenot. 2005. Regulation of Wallerian degeneration and nerve growth factor 
withdrawal-induced pruning of axons of sympathetic neurons by the proteasome and the 
MEK/Erk pathway. Mol Cell Neurosci. 28:430-9. 
 
Maier, I.C., and M.E. Schwab. 2006. Sprouting, regeneration and circuit formation in the injured spinal 
cord: factors and activity. Philos Trans R Soc Lond B Biol Sci. 361:1611-34. 
 
Markus, A., T.D. Patel, and W.D. Snider. 2002. Neurotrophic factors and axonal growth. Curr Opin 
Neurobiol. 12:523-31. 
 
Marston, D.J., S. Dickinson, and C.D. Nobes. 2003. Rac-dependent trans-endocytosis of ephrinBs 
regulates Eph-ephrin contact repulsion. Nat Cell Biol. 5:879-88. 
 








                                                                                                                                                       83 
 
McGee, A.W., Y. Yang, Q.S. Fischer, N.W. Daw, and S.M. Strittmatter. 2005. Experience-driven 
plasticity of visual cortex limited by myelin and Nogo receptor. Science. 309:2222-6. 
 
McMahon, H.T., and J.L. Gallop. 2005. Membrane curvature and mechanisms of dynamic cell membrane 
remodelling. Nature. 438:590-6. 
McMahon, K.A., H. Zajicek, W.P. Li, M.J. Peyton, J.D. Minna, V.J. Hernandez, K. Luby-Phelps, and 
R.G. Anderson. 2009. SRBC/cavin-3 is a caveolin adapter protein that regulates caveolae 
function. EMBO J. 28:1001-15. 
 
Mi, S., X. Lee, Z. Shao, G. Thill, B. Ji, J. Relton, M. Levesque, N. Allaire, S. Perrin, B. Sands, T. 
Crowell, R.L. Cate, J.M. McCoy, and R.B. Pepinsky. 2004. LINGO-1 is a component of the 
Nogo-66 receptor/p75 signaling complex. Nat Neurosci. 7:221-8. 
 
Mingorance-Le Meur, A., B. Zheng, E. Soriano, and J.A. del Rio. 2007. Involvement of the myelin-
associated inhibitor Nogo-A in early cortical development and neuronal maturation. Cereb 
Cortex. 17:2375-86. 
 
Mok, S.A., K. Lund, and R.B. Campenot. 2009. A retrograde apoptotic signal originating in NGF-
deprived distal axons of rat sympathetic neurons in compartmented cultures. Cell Res. 19:546-60. 
 
Montani, L., B. Gerrits, P. Gehrig, L. Dimou, B. Wollscheid, and M.E. Schwab. 2009. Neuronal Nogo-A 
modulates growth cone motility via RhoGTP/LIMK1/cofilin in the unlesioned adult nervous 
system. J Biol Chem. 
 
Mu, F.T., J.M. Callaghan, O. Steele-Mortimer, H. Stenmark, R.G. Parton, P.L. Campbell, J. McCluskey, 
J.P. Yeo, E.P. Tock, and B.H. Toh. 1995. EEA1, an early endosome-associated protein. EEA1 is 
a conserved alpha-helical peripheral membrane protein flanked by cysteine "fingers" and contains 
a calmodulin-binding IQ motif. J Biol Chem. 270:13503-11. 
 
Munderloh, C., G.P. Solis, V. Bodrikov, F.A. Jaeger, M. Wiechers, E. Malaga-Trillo, and C.A. Stuermer. 
2009. Reggies/flotillins regulate retinal axon regeneration in the zebrafish optic nerve and 
differentiation of hippocampal and N2a neurons. J Neurosci. 29:6607-15. 
 
Nathke, I.S., J. Heuser, A. Lupas, J. Stock, C.W. Turck, and F.M. Brodsky. 1992. Folding and 
trimerization of clathrin subunits at the triskelion hub. Cell. 68:899-910. 
 
Niederost, B., T. Oertle, J. Fritsche, R.A. McKinney, and C.E. Bandtlow. 2002. Nogo-A and myelin-
associated glycoprotein mediate neurite growth inhibition by antagonistic regulation of RhoA and 
Rac1. J Neurosci. 22:10368-76. 
 
Nikolaev, A., T. McLaughlin, D.D. O'Leary, and M. Tessier-Lavigne. 2009. APP binds DR6 to trigger 
axon pruning and neuron death via distinct caspases. Nature. 457:981-9. 
 
Novak, G., D. Kim, P. Seeman, and T. Tallerico. 2002. Schizophrenia and Nogo: elevated mRNA in 
cortex, and high prevalence of a homozygous CAA insert. Brain Res Mol Brain Res. 107:183-9. 
 







                                                                                                                                                       84 
 
Oertle, T., M.E. van der Haar, C.E. Bandtlow, A. Robeva, P. Burfeind, A. Buss, A.B. Huber, M. 
Simonen, L. Schnell, C. Brosamle, K. Kaupmann, R. Vallon, and M.E. Schwab. 2003. Nogo-A 
inhibits neurite outgrowth and cell spreading with three discrete regions. J Neurosci. 23:5393-
406. 
 
Oh, P., D.P. McIntosh, and J.E. Schnitzer. 1998. Dynamin at the neck of caveolae mediates their budding 
to form transport vesicles by GTP-driven fission from the plasma membrane of endothelium. J 
Cell Biol. 141:101-14. 
 
Pasterkamp, R.J., and J. Verhaagen. 2006. Semaphorins in axon regeneration: developmental guidance 
molecules gone wrong? Philos Trans R Soc Lond B Biol Sci. 361:1499-511. 
 
Payne, B.R., and S.G. Lomber. 2001. Reconstructing functional systems after lesions of cerebral cortex. 
Nat Rev Neurosci. 2:911-9. 
 
Pelkmans, L., J. Kartenbeck, and A. Helenius. 2001. Caveolar endocytosis of simian virus 40 reveals a 
new two-step vesicular-transport pathway to the ER. Nat Cell Biol. 3:473-83. 
 
Pelkmans, L., D. Puntener, and A. Helenius. 2002. Local actin polymerization and dynamin recruitment 
in SV40-induced internalization of caveolae. Science. 296:535-9. 
 
Prinjha, R., S.E. Moore, M. Vinson, S. Blake, R. Morrow, G. Christie, D. Michalovich, D.L. Simmons, 
and F.S. Walsh. 2000. Inhibitor of neurite outgrowth in humans. Nature. 403:383-4. 
 
Raff, M.C., A.V. Whitmore, and J.T. Finn. 2002. Axonal self-destruction and neurodegeneration. Science. 
296:868-71. 
 
Raineteau, O., and M.E. Schwab. 2001. Plasticity of motor systems after incomplete spinal cord injury. 
Nat Rev Neurosci. 2:263-73. 
 
Razani, B., S.E. Woodman, and M.P. Lisanti. 2002. Caveolae: from cell biology to animal physiology. 
Pharmacol Rev. 54:431-67. 
 
Ren, X.D., W.B. Kiosses, and M.A. Schwartz. 1999. Regulation of the small GTP-binding protein Rho by 
cell adhesion and the cytoskeleton. EMBO J. 18:578-85. 
 
Riccio, A., B.A. Pierchala, C.L. Ciarallo, and D.D. Ginty. 1997. An NGF-TrkA-mediated retrograde 
signal to transcription factor CREB in sympathetic neurons. Science. 277:1097-100. 
 
Ridley, A.J. 2001. Rho proteins: linking signaling with membrane trafficking. Traffic. 2:303-10. 
 
Rosenthal, A., D.V. Goeddel, T. Nguyen, M. Lewis, A. Shih, G.R. Laramee, K. Nikolics, and J.W. 
Winslow. 1990. Primary structure and biological activity of a novel human neurotrophic factor. 
Neuron. 4:767-73. 
 
Rothberg, K.G., J.E. Heuser, W.C. Donzell, Y.S. Ying, J.R. Glenney, and R.G. Anderson. 1992. 







                                                                                                                                                       85 
 
Sabharanjak, S., P. Sharma, R.G. Parton, and S. Mayor. 2002. GPI-anchored proteins are delivered to 
recycling endosomes via a distinct cdc42-regulated, clathrin-independent pinocytic pathway. Dev 
Cell. 2:411-23. 
 
Sanes, J.N., and J.P. Donoghue. 2000. Plasticity and primary motor cortex. Annu Rev Neurosci. 23:393-
415. 
 
Schnell, L., and M.E. Schwab. 1990. Axonal regeneration in the rat spinal cord produced by an antibody 
against myelin-associated neurite growth inhibitors. Nature. 343:269-72. 
 
Schwab, M.E. 2004. Nogo and axon regeneration. Curr Opin Neurobiol. 14:118-24. 
 
Schwab, M.E., and H. Thoenen. 1985. Dissociated neurons regenerate into sciatic but not optic nerve 
explants in culture irrespective of neurotrophic factors. J Neurosci. 5:2415-23. 
 
Seugnet, L., P. Simpson, and M. Haenlin. 1997. Requirement for dynamin during Notch signaling in 
Drosophila neurogenesis. Dev Biol. 192:585-98. 
 
Shao, Y., W. Akmentin, J.J. Toledo-Aral, J. Rosenbaum, G. Valdez, J.B. Cabot, B.S. Hilbush, and S. 
Halegoua. 2002. Pincher, a pinocytic chaperone for nerve growth factor/TrkA signaling 
endosomes. J Cell Biol. 157:679-91. 
 
Shibata, Y., C. Voss, J.M. Rist, J. Hu, T.A. Rapoport, W.A. Prinz, and G.K. Voeltz. 2008. The reticulon 
and DP1/Yop1p proteins form immobile oligomers in the tubular endoplasmic reticulum. J Biol 
Chem. 283:18892-904. 
 
Spillmann, A.A., C.E. Bandtlow, F. Lottspeich, F. Keller, and M.E. Schwab. 1998. Identification and 
characterization of a bovine neurite growth inhibitor (bNI-220). J Biol Chem. 273:19283-93. 
 
Steiner, P., K. Kulangara, J.C. Sarria, L. Glauser, R. Regazzi, and H. Hirling. 2004. Reticulon 1-
C/neuroendocrine-specific protein-C interacts with SNARE proteins. J Neurochem. 89:569-80. 
 
Stowell, M.H., B. Marks, P. Wigge, and H.T. McMahon. 1999. Nucleotide-dependent conformational 
changes in dynamin: evidence for a mechanochemical molecular spring. Nat Cell Biol. 1:27-32. 
 
Sverdlov, M., A.N. Shajahan, and R.D. Minshall. 2007. Tyrosine phosphorylation-dependence of 
caveolae-mediated endocytosis. J Cell Mol Med. 11:1239-50. 
 
Swanson, J.A., and C. Watts. 1995. Macropinocytosis. Trends Cell Biol. 5:424-8. 
 
Tamagnone, L., S. Artigiani, H. Chen, Z. He, G.I. Ming, H. Song, A. Chedotal, M.L. Winberg, C.S. 
Goodman, M. Poo, M. Tessier-Lavigne, and P.M. Comoglio. 1999. Plexins are a large family of 
receptors for transmembrane, secreted, and GPI-anchored semaphorins in vertebrates. Cell. 
99:71-80. 
 
Teng, F.Y., and B.L. Tang. 2008. Cell autonomous function of Nogo and reticulons: The emerging story 







                                                                                                                                                       86 
 
Thallmair, M., G.A. Metz, W.J. Z'Graggen, O. Raineteau, G.L. Kartje, and M.E. Schwab. 1998. Neurite 
growth inhibitors restrict plasticity and functional recovery following corticospinal tract lesions. 
Nat Neurosci. 1:124-31. 
 
Thoenen, H. 1991. The changing scene of neurotrophic factors. Trends Neurosci. 14:165-70. 
 
Ulrich, F., M. Krieg, E.M. Schotz, V. Link, I. Castanon, V. Schnabel, A. Taubenberger, D. Mueller, P.H. 
Puech, and C.P. Heisenberg. 2005. Wnt11 functions in gastrulation by controlling cell cohesion 
through Rab5c and E-cadherin. Dev Cell. 9:555-64. 
 
Valdez, G., W. Akmentin, P. Philippidou, R. Kuruvilla, D.D. Ginty, and S. Halegoua. 2005. Pincher-
mediated macroendocytosis underlies retrograde signaling by neurotrophin receptors. J Neurosci. 
25:5236-47. 
 
Valdez, G., P. Philippidou, J. Rosenbaum, W. Akmentin, Y. Shao, and S. Halegoua. 2007. Trk-signaling 
endosomes are generated by Rac-dependent macroendocytosis. Proc Natl Acad Sci U S A. 
104:12270-5. 
 
Varma, R., and S. Mayor. 1998. GPI-anchored proteins are organized in submicron domains at the cell 
surface. Nature. 394:798-801. 
 
Verhaagen, J., Y. Zhang, F.P. Hamers, and W.H. Gispen. 1993. Elevated expression of B-50 (GAP-43)-
mRNA in a subpopulation of olfactory bulb mitral cells following axotomy. J Neurosci Res. 
35:162-9. 
 
Vieira, A.V., C. Lamaze, and S.L. Schmid. 1996. Control of EGF receptor signaling by clathrin-mediated 
endocytosis. Science. 274:2086-9. 
 
Voeltz, G.K., W.A. Prinz, Y. Shibata, J.M. Rist, and T.A. Rapoport. 2006. A class of membrane proteins 
shaping the tubular endoplasmic reticulum. Cell. 124:573-86. 
 
Wakana, Y., S. Koyama, K. Nakajima, K. Hatsuzawa, M. Nagahama, K. Tani, H.P. Hauri, P. Melancon, 
and M. Tagaya. 2005. Reticulon 3 is involved in membrane trafficking between the endoplasmic 
reticulum and Golgi. Biochem Biophys Res Commun. 334:1198-205. 
 
Wang, J., C.K. Chan, J.S. Taylor, and S.O. Chan. 2008. The growth-inhibitory protein Nogo is involved 
in midline routing of axons in the mouse optic chiasm. J Neurosci Res. 86:2581-90. 
 
Wang, K.C., V. Koprivica, J.A. Kim, R. Sivasankaran, Y. Guo, R.L. Neve, and Z. He. 2002a. 
Oligodendrocyte-myelin glycoprotein is a Nogo receptor ligand that inhibits neurite outgrowth. 
Nature. 417:941-4. 
 
Wang, X., S.J. Chun, H. Treloar, T. Vartanian, C.A. Greer, and S.M. Strittmatter. 2002b. Localization of 
Nogo-A and Nogo-66 receptor proteins at sites of axon-myelin and synaptic contact. J Neurosci. 
22:5505-15. 
 
Wang, Y., S. Pennock, X. Chen, and Z. Wang. 2002c. Endosomal signaling of epidermal growth factor 







                                                                                                                                                       87 
 
 
Wang, Y., S.D. Pennock, X. Chen, A. Kazlauskas, and Z. Wang. 2004. Platelet-derived growth factor 
receptor-mediated signal transduction from endosomes. J Biol Chem. 279:8038-46. 
 
Watson, F.L., H.M. Heerssen, D.B. Moheban, M.Z. Lin, C.M. Sauvageot, A. Bhattacharyya, S.L. 
Pomeroy, and R.A. Segal. 1999. Rapid nuclear responses to target-derived neurotrophins require 
retrograde transport of ligand-receptor complex. J Neurosci. 19:7889-900. 
 
Weigert, R., M.G. Silletta, S. Spano, G. Turacchio, C. Cericola, A. Colanzi, S. Senatore, R. Mancini, E.V. 
Polishchuk, M. Salmona, F. Facchiano, K.N. Burger, A. Mironov, A. Luini, and D. Corda. 1999. 
CtBP/BARS induces fission of Golgi membranes by acylating lysophosphatidic acid. Nature. 
402:429-33. 
 
Wickramasinghe, S.R., R.S. Alvania, N. Ramanan, J.N. Wood, K. Mandai, and D.D. Ginty. 2008. Serum 
response factor mediates NGF-dependent target innervation by embryonic DRG sensory neurons. 
Neuron. 58:532-45. 
 
Willi, R., E.M. Aloy, B.K. Yee, J. Feldon, and M.E. Schwab. 2009. Behavioral characterization of mice 
lacking the neurite outgrowth inhibitor Nogo-A. Genes Brain Behav. 8:181-92. 
 
Williams, T.M., and M.P. Lisanti. 2004. The caveolin proteins. Genome Biol. 5:214. 
 
Wojcik, S., W.K. Engel, R. Yan, J. McFerrin, and V. Askanas. 2007. NOGO is increased and binds to 
BACE1 in sporadic inclusion-body myositis and in A beta PP-overexpressing cultured human 
muscle fibers. Acta Neuropathol. 114:517-26. 
 
Wong, S.T., J.R. Henley, K.C. Kanning, K.H. Huang, M. Bothwell, and M.M. Poo. 2002. A p75(NTR) 
and Nogo receptor complex mediates repulsive signaling by myelin-associated glycoprotein. Nat 
Neurosci. 5:1302-8. 
 
Wu, C., B. Cui, L. He, L. Chen, and W.C. Mobley. 2009. The coming of age of axonal neurotrophin 
signaling endosomes. J Proteomics. 72:46-55. 
 
Xu, B., K. Zang, N.L. Ruff, Y.A. Zhang, S.K. McConnell, M.P. Stryker, and L.F. Reichardt. 2000. 
Cortical degeneration in the absence of neurotrophin signaling: dendritic retraction and neuronal 
loss after removal of the receptor TrkB. Neuron. 26:233-45. 
 
Yano, H., F.S. Lee, H. Kong, J. Chuang, J. Arevalo, P. Perez, C. Sung, and M.V. Chao. 2001. Association 
of Trk neurotrophin receptors with components of the cytoplasmic dynein motor. J Neurosci. 
21:RC125. 
 
Ye, H., R. Kuruvilla, L.S. Zweifel, and D.D. Ginty. 2003. Evidence in support of signaling endosome-
based retrograde survival of sympathetic neurons. Neuron. 39:57-68. 
 
Yiu, G., and Z. He. 2003. Signaling mechanisms of the myelin inhibitors of axon regeneration. Curr Opin 
Neurobiol. 13:545-51. 
 







                                                                                                                                                       88 
 
Zagrebelsky, M., A. Buffo, A. Skerra, M.E. Schwab, P. Strata, and F. Rossi. 1998. Retrograde regulation 
of growth-associated gene expression in adult rat Purkinje cells by myelin-associated neurite 
growth inhibitory proteins. J Neurosci. 18:7912-29. 
 
Zander, H., E. Hettich, K. Greiff, L. Chatwell, and A. Skerra. 2007. Biochemical characterization of the 
recombinant human Nogo-A ectodomain. FEBS J. 274:2603-13. 
 
Zhang, S., J. Han, M.A. Sells, J. Chernoff, U.G. Knaus, R.J. Ulevitch, and G.M. Bokoch. 1995. Rho 
family GTPases regulate p38 mitogen-activated protein kinase through the downstream mediator 
Pak1. J Biol Chem. 270:23934-6. 
 
Zhou, P., M. Porcionatto, M. Pilapil, Y. Chen, Y. Choi, K.F. Tolias, J.B. Bikoff, E.J. Hong, M.E. 
Greenberg, and R.A. Segal. 2007. Polarized signaling endosomes coordinate BDNF-induced 
chemotaxis of cerebellar precursors. Neuron. 55:53-68. 
  
Zimmer, M., A. Palmer, J. Kohler, and R. Klein. 2003. EphB-ephrinB bi-directional endocytosis 













Family name:  Hatkic  
First name:  Armela 
Date of birth:  May 22nd 1979 
Place of birth:  Travnik, Bosnia and Herzegovina 





Since June 2005             PhD student at the laboratory of Prof. Martin E. Schwab, Brain 
             Research Institute of the University of Zurich and Swiss Federal  
             Institute of Technology, Zurich, Switzerland  
 
2004   Degree in biochemistry (Dipl. Biochem.), Univeristy of Zurich,  
  Switzerland 
 
2003 - 2004  Diploma Thesis: “Designed Full-consensus Leucine-rich Repeat 
Proteins” under supervision of Prof. Andreas Plückthun 
 
1999 - 2003  Student of Biochemistry at the University of Zurich, Switzerland  
 
 
1995 - 1999  Grammar School of Immensee, Switzerland 
  Graduation in May 1999: Matura type B 
1994 - 1995  Grammar School of Innsbruck, Austria 
1993 - 1994  Grammar School of Volders, Austria 
 







         
A. Hatkic, D.A. Dodd, S. Halegoua, M.E. Schwab. 2009. Pincher-generated Nogo-A 















A. Hatkic, D.A. Dodd, D. Goeckeritz-Dujmovic and M.E. Schwab: The Role for 
Macropinocytosis in Nogo-A signaling. Society for Neuroscience (SFN) meeting, Washington, 
DC, USA, 2008 
 
A. Hatkic, D.A. Dodd, D. Goeckeritz-Dujmovic and M.E. Schwab: The role of Endocytosis in 
MAG Signal Transduction. NeuroNE meeting, Lisbon, Portugal 2008 
 
A. Hatkic, D.A. Dodd, D. Goeckeritz-Dujmovic and M.E. Schwab: The role of Endocytosis in 
Nogo-A Signal Transduction. Society for Neuroscience (SFN) meeting, San Diego, California, 
USA 2007 
    
A. Hatkic, D.A. Dodd, D. Goeckeritz-Dujmovic and M.E. Schwab: The role of Endocytosis in 
Nogo-A Signal Transduction. NeuroNE meeting, Barcelona, Spain 2007 
 
A. Hatkic, D.A. Dodd, S. Erb and M.E. Schwab: Nogo-A is on the Cell Surface of Fibroblasts 











The present work would not have been possible without support of many people, colleagues and friends.  
 
In particular I would like to thank: 
 
Most importantly, my supervisor Professor Martin Schwab for excellent supervision, support and his 
commitment to guiding me through my doctoral research. I am especially grateful that he always found 
time to listen to my ideas and problems, for the friendly atmosphere he creates in the lab and for his 
unique talent for encouraging people.  
 
I am very grateful to Prof. Peter Sonderegger and Prof. Lucas Pelkmans for joining my committee. 
 
Dr. Vincent Pernet who was always there for fruitful scientific discussions and Dr. Dana Dodd who 
introduced to me a broad spectrum of cell biological methods.   
 
Prof. Simon Halegoua for the pleasant, interesting and fruitful collaboration on the Pincher protein.  
 
Dubravka Göckeritz-Dujmovic and Susanne Erb for assistance with cell culture, Stefan Giger for 
technical support, and Roland Schöb and Eva Hochreutener for graphical work.  
 
The last four years in the lab would have not been exciting as they were without moral support, good 
advice and fun company from Anissa Kempf, Stella Kramer, Carole Mathis, Roman Willi and many other 
colleagues and friends inside and outside HIFO. 
 
Meine Familie danke ich für die ihre Unterstützung und Liebe. 
Meiner Mutter und meiner Grossmutter danke ich dafür, dass sie es mir ermöglicht haben meinen 
Träumen nachzugehen und für das Vertrauen schwierige Wege zu beschreiten. 
 
Pascal, ich weiss nicht wie ich es ohne Deine Schulter, Deine Geduld und Deine Liebe geschafft hätte. 
Danke. 
 
